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m m m 

y=r 4 tf^J X : 7'J Vi/r^X • T> h* • a >X (Monoclonal 

Antibodies: Principles and Applications), Wiley-Liss, Inc., Capter2.1 (1995)] e 

mffiZtiZZ.tlzJ:^ b h^rt^v^^^t^r-TSt htrt^ (Human Anti Mouse 
Antibody : WTs HAMA tmMTZ) #S§z»£*k HAMA &&#b£ v^tftti^M^ 
bTgiJf^ffl^^l^db^D [^t-^Wt^'^ U-*;v-t>3D^-(J. Clin. 
Oncol.), 2, 881 (1984) ; 7^ v h* (Blood), 65, 1349 (1985) ; V • 

^-i/ a ^-;i/-^r^ >-9" f VXf'fra-hU. Natl. Cancer Inst.), 80, 932 

(1988) ; rD^-r'f >^x-^-X-if •^-i/3^-;i/'T*x^ — Jry-V-i 
(Proc. Natl. Acad. Sci. U.S.A), 82, 1242 (1985)] N bfe v^^iri^OJfa* 
fre>©r8&£^#>[^— ^-;i/'^-X--i— £1/7" — *>>(J. Nucl. Med.), 26, 
1011 (1985) ; 79* MBlood),65, 1349 (1985) ; -:^>3:>-;W 
=¥• — -i >^r^ffa- h(J. Natl. Cancer Inst.), 80, 937 (1988)] » t$ 

j-fy-*?-'! W— (J. Immunol.), 135, 1530 (1985) ; *\ — 
(Cancer Res.), 46, 6489 (1986)] » 

si-fr-T-hrX — ;T:/-tMx>X(Proc. Natl. Acad. Sci. U.S.A), 81> 6851 

(1984)], tbt^ifct^ mntem<m&mti>t>nts t^-o^^^mmzit^ 
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i/ai'JV'TiJ'rK — a^-IM ^>*(Proc. Natl. Acad. Sci. U.S. A), 86, 4220 
(1989)] o fc rSCDR&ttJ/Lttfcfck b r tn.#© CDR * b r ttft©»*©8M*© CDR 
tg&UfdjC&T'&D C*^^ -(Nature), 321, 522 (1986)] s i^l/fcffl^fc^ 

ftTl^ rtf'S**— ^-;V-^-^"f kJXii?— (J. Immunol.), 147, 1352 (1991)] 0 
£ft£>©$B£«s fcr©#«6*©i«N ^WXt^&KfCjBffl-rsttfrfcbTH:^: 
fthb tftfr-C & < T 4) b r fctt{rc+#fc»*JW«f#-C * 3 £ *5< l/t ^ * 
fcfc. ttlittftfcBtttt, CD20 thfiW7»#no'jm> 

[Rituxan; 74tv>? (IDEC) tt] HER2/neu b CDR£itfa#Tfc3^--fe 
7*^> [Herceptin ; ^i*^ y ^(Genentech)ft] ©Bgffc^tffrfrtU ^ft-eft 

^-;i/-^-y-^U-*;V-^>^D^-(J. Clin. Oncol.), 16, 2825 (1998K 
— ;b • • If • 1r*/ 3 • • W ^ t- a— h (J. National Cancer 

Institute), 90, 882 (1998)] e Btfcift GPIIb/IIIa t 7jRfr©»fM- 
(Fab') -CfeSU^rP [ReoPro;-fe>hnT(Centocor)tt] &g&@£SIMftfiL@ 
?fM^©^# : ?l55^^l>"t:^*^^^^ v ^» ^ z.ft&Wftfcfc^ft© 

*R»©tt#fcttN IgMs IgDs IgGs IgA N Igl (DSmmo* ? tft 
§ix7i^^-ii^t5^0^»5.t r IgG?7;*©ffi##±fcbT*tJ 

ij ^_ 3 >X(Monoclonal Antibodies: Principles and Applications), Wiley-Liss, 
Inc., Capter 1 (1995)] „ b h IgG *7*©intfttiu Sfc IgGls IgG2 s IgG3 N IgG4 
©4««©-9-^7X^S*nTV>So IgG ^7X©»i7i^^-ilt^ 
*tt^#ttiWm&tt (WTx ADCCfStx^SST S) *llfl«$ttium8&tt 
(UTFs CDCrSttt^fB-r?.) CWCHU ctt*T?fc^*©»F&#fTfcftx b h IgG 
^XT-fei, IgGl ^7^X©&&#g&H^ ADCCrSI^ CDCrS^^^bTV^SC 
h/^^^^tiTV 1 * & * 5b^"f Ay D — (Chemical Immunology), 65, 88 (1997)]o 

w±©«jfe<p&x ±§3©uy*-t^ >\~fe r*- ut, ^©a&ssssfcS 
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JTOM±C^1-5^U-b7-^- (&Ts Fc r R ^^131-5) 
kO*g-&4*i&5t?*t)x ^©^fcO^T&x tfc#©fc>S>«^tf C«J*©$&2# 
@©M>f> (WTs Cr2 Ky^vhSHBf £) rt©^<ofr©7^ySEgy£©S 
Stt l3—W7> • y-v— • • -Y uV— (Eur. J. Immunol.), 23, 1098 
(1993K Ay P^-( Immunology), 86, 319 (1995), >r ^ • A y o 
(Chemical Immunology), 65, 88 (1997)] ©f&s C y 2 M ^ >fcfg£bT V^S*£iI 
©Mg& C-5r$*;P • -f Ay D ^-(Chemical Immunology), 65, 88 (1997)] ifiiftgt. 
ZtlX^Zo ttUfcglb'tfck K (Boyd) fcfcJu ^W=-XAAX*--9i&iffl 

ijg (cho mm) f^y^Tu^p-T nso ams-e^bfet. hM cdr mm&fc 

CAMPATH-1H (b h IgGltfX^X) SMtt^MHtaTCAtilU «&©ADCC*S<k 

£bfc [fl/^f-a7- • A y DS/ — (Molecular Immunol.), 32, 1311 (1995)] « 

7^7 U— (Lifely)&i±N CHOifcfflR NSO«^VN{i^ y h ?in-7 YOMS 
t41lfet hSCDR^ffiKfr'CAMPATH-lH (t h IgGl ItX^*) <Dmm<Dfr%iJ2i 
V ADCC flS<4*«^bfcfg^ YO «fi*© CAMPATH-1H #«fciBSV> ADCC fSttfcas U 

fcfc^lftbfc C^U=i;W^P^-(Glycobiology), 5, 813 (1995) : W099/54342] 0 
in^CiS^ th IgGl V7P5Z(Dfc&<D*7x?*-m&l£m&®mmii s m 

HgM-rS^^f^MI-i.^^^RT^T'feS^^^^bTV^o bfrU fg|g£tttg 

%ga©n 

*»W©BW«±x #ifttlWe4lUfekF IgGl ^X?7*©tf;#:©*t@i£# 

*f br adcc «t£*»tf>3»«4*&j£u ^^^©JSttsme-rs^tt^aw 

TZZtlz&Zo *<D£5ftttm&s ADCCSftfejFiisau fiW«tt#ao*ft&r*© 
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(Science), 280, 1197, 1998] , ADCC rStS©^^ D&VV&tffi^J 

2 «©?- + 4--x>\kx* -wmanie-e & s m/asr-mm ( atcc 

CRL9096) St>*CH0/DG44« [V^-f y * • -fe;i/ ■ 7> K • ^l/*" — • 
7^?X(Somatic Cell and Molecular Genetics), 12, 555 (1986)] N v^X^o: 
o-TNS0« [RCB0213, 7 W rt/^* j u ^-(BIO/TECHNOLOGY), 10, 169 (1992)], 
v£*£:cD-^SP2/0-Agl4Hlll& (WTx SP2/0«il*IB1-?) ;ATCCCBL1581) . 
7j, h ^^D-vYB2/3HL.P2.G11.16Ag.20« (£Tr\ YB2/0 $B8§l S£f3t" 2> ; ATCC 
CRL1662) h IgGl it 7? hlttftte© in vitro ©fSttfHBIi 

ftffofcfcJk 5»h ;id-v YB2/0 «T'41lfct rftJnte© ADCC «£#ffe 
o«4ibfet h{bl5 ! i^Clt^b<^v^^i:^BmbfeoM^*-^^if^* 
fflV^c in vivo©SttlHBftfjofe*glRs YB2/0 hflltft** 1 *** 
v^«^-r^4:ft*iBUADCC«tt0Wv>tfti*aot h©asfly&/B-C©*FHtt**b 
fc.Ei:«nMMU7£fl/ft t h fl3tft»©««©«iaft»*K:^«f * Jt« U ADCC 

#$BflltiU WT© (1) ~ (6 2) cii-rso 

( 1 ) ft^g|f&fr^fc*S3-f 5 N- y U r3 K*S£««©JB?fcfc*»"e* 5 N-^* 
3 V * >-n© 7 n ©^©W&t «fc 5 s ft«*M6#* ©«tt**» 1" £ 

(2) *««t6^FK:is^-r*»-^y3 3/i'*s^*w»^ 



*$tr«Bi!»5iii:*«fafc1"*^ ±12 (1) I3tt©^ffio 

(3) n-^u.3*> K3g^r«l^©jS7D^sg©N-T-fe^;i/^;v3-9-^>t73-^*s 

(4) Ht£#s 



Manal 
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Manal 



Manal 




|Mani31 



4GlcNAc01 



-4GlcNAc 



±13 (3) tm<DJj%io 

h7>^7x7-^5, ±§3(5) fB«£>£&o 

(7) 73j/JK>7>77x'7-b , #fl 1,6-373 *>;i/ h7>7x7i7- fefT&iK 

±13 ( 6 ) I3ig©7m 

( 8 ) «t«*p\ 7'^ ^xD-vfflMt5«ife5, ±13 ( 3 ) I3«<£ 

(9) 7>y h ^xp--^fflJJ§fr\ 7f h ^xp-vifflflgYB2/3HL.P2.G11.16Ag.20 
MB (ATCC CRL1662) T-&3s ±13 (8) f3f&®7j*£o 

(id mm&s 

Manal 

I"§Man01 - 4GICNAC/31 ^4GlcNAc 

Manal ' 

*&bm&'e3bZzt%tm£T^ ±13 (10) gB«©^»o 

(12) *t|gfr\ ^tc*^0 H-7-k*-)V?)]/3-9'$ >t73-7§#jDt5i^ 
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m&&%^w&#&i&? zis&e&z zt&ftmt-rz. ±§e (i o) tmoxmo 

J^7>77i7-^fe5v ±13 ( 1 2 ) 13«©*^o 

(14) 73^F7>77i7-^a l,6-7 3^1/h7>^7i7- IfT* 

£s ±IH ( 1 3 ) f3®<D#&o 

(15) ^fcffldlfe^F^tts ^73- KT*5±IB ( 1) ~ ( 1 4) 13 

(17) ttttdV 



(is) mm&, mttnv> x-T^mmv^v-z yizyo-^mwt^mm 

(16) ffi«0)ft««il^f«tt<li««l- 
(19) il7C*TO N-TMztSH/^I/hIJ-* >C^n— X^ftJn-fS^^^zJ^ 

;i/^>77x7- t?T-&£s ±13 (1 8) l3«©^^tE^tS«Ji^Jo 

(2 0) 73^1/f7>77i7- tf#a l,6-7n->;i/ h 7 17- 4fT$> 

5s ±13 (1 9) rao^ftttlfe^^SttilBMffl- 

(2 1) «fg|#> 5y h^^o-^JlS^^-rs^TfeSs ±IB (1 6) §3 

(22) 7 y Kid-^IS§* > \ ^yb^^P-^$BJ!§ 
YB2/3HL.P2.G11.16Ag.20*MS (ATCC CRL1662) T-&5s ±13 ( 2 1 ) 13®©^^tl 

(23) ftmm^iftm, sis kt?&.s±i3 ( 1 6 ) ~ ( 2 2 ) 

(2 4) N-^'jDS/FH^WHOs ii7C*^ON-7'-fe7 t ;i/^3^^>t7=i- 
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(2 6) fc««W6#?jWfi<fc sesis ^7-^h*-e2&s±i3 (2 4) §3«®&$ 

(2 7) ft&mzttifitnfa SSS> ^^KT-^S±iB (2 5) iBtt©&£ 

(2 8) Mtc^TO N-T^^l/^I/nl^^yC^a— ^*W1«"r5il*fStt©<S 
v\ *fcttSW3l^**U*v^«ISl*fflV^*iifc*W«i:t-*N ±13(24)13 

(2 9) M7c*ss© N-r-fe ^;i/^;u=3 it ^>t73-^ S^inf SSI^tf? =2 > 
/^7>77x7-M^ ±13 (2 8) t3«©M#&o. 

(30) 7ni/;i/h7>^7j7-W, a l,6-73>>/H7>77i7-tft- 
fcSx ±13 (2_9) I3«0^;i^^o 

(31) ^w^ttiWttsnfcftttwiB^waatt^ 5^;xd-7 
«Bus&ffl^fessag^»5-fc*«?«i:-rsv ±sb (24) ettoft&ttgga^os 

(3 2) h *xD-TiiailB4*s YB2/3HL.P2.611.16Ag.20«BIS"C&Ss±fB(3 
1 ) iB*©MM#&o 

\,mm*m^zzt*ftmt?z. ±ib (25) fam®&^i6#^©M^&o 

(3 4) Myt^mo \l-Tlz?)]/yjl=iy-<>lzyzi-Z%tttot%&Miy s 7^i<' 
/l/h7>77i7- fefT&^K ±13 (3 3) ffi«®»£#iSo 

(3 5) 7^i//H7>77x7- al,6-7 3i//l/h7>X7i7-€t' 
fcSs ±13 (3 4) E«0«Ug^iS. 

(36) tWfoft^ B*iiaJ»WS4Bi«t-Stnif*:Tfe5±fB (26) I3©©&&$& 

•CV>5JrEM^I*-r5o Uttftfcfck 'J h* GD2, GD3, GM2 

-ilxJvV — 4 1±J -fe5 t:— (Cancer Immunol. Immunother. ), 43, 152 (1996)] N 
HER2[^-V— iSjJJl' VV-—9-(J. Surgical Research), 77, 85 (1998)] s 

CD52 • U It- ^(Leukemia Research), 22, 185 (1998)] s MAGE \~F 

T-^^(APMIS), 106, 665 (1998)] miffotf £>ft3o %tz, W&W&fcW&Z^tt 
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mm^R^^CDly^r^- l^>P\s7X (Pancreas), 17, 169 (1998)] N 6l*gft& 
mMi^Mm^RXJF^^U-by^- [;*V py — ■ >f 3 ^(Pathology 

International), 48, 499 (1998)] m&$>\? £ft£o 

(37) S^TOJrLM^^> ^ U h* GD3 ^ ±13 ( 3 6 ) f3«S©&g$S 

(38) 7-9-51 (FEBM BP-6691) «t 13 5 ±13 (36) 
f3«©££*lt6#^o 

(39) 7U)v*-£tz\±&mzmmtzmi*mm?ztK&x-$>z>± 
13 (2 6) et^fttttttea?. 

7X'^/-7l/^--7> K • Ay DS/—( International Archives. Allergy. 
Immunology),117, 11 (1998)] N flMHStfEB^atf*©^ 7*- [1M Yii<<> 
(Cytokine), 8, 651 (1996)] mtf&tf £>ftSo 

(40) 7U)V*-£tc&#im£LMm-rZ>ttiMii s . thJ>*-nj*> 5 V-b 

7*-<xm-zib%±M (39) mm<D%.mmft*o 

(4 1) fflt&s No. 3 (FEEM BP-6690) «t D£j^ftSffifl:-e<fc5±E (39) 

(42) fiWfcF, ra^JSCi8arsfitSSSSaT5Jft#-t?»S±i3 (26) 

*©^JSfcH»-r*JSM*5fiEi*-rSo HifcftKfciu JM^±©GpIIb/IIIa [*D>tf 
*s7. • U^-^(Thrombosis Research), 89, 129 (1998)] N sk^m^mmm^R 
Vf-^OV^ZT^— [T* U ft> • • #7 • 7 4 *J*W— (American J. 

Physiology), 269, 1641 (1995)] , «I@Bf [XP>^>X • 71/ K • 
(Thrombosis. Haemostasis), 79, 14 (1998)] m&ibff bti&o 

(43) notify &&ft&mmizMmtz^*mmtz>ViftT'$>z±i2 (27) 

#16 W<D § B&g£JSt fc Wj*-f 3 tai^ i: tts £*© Jii B fc & 5 *JSSJ(S £ § I £ € £ 
TSB^SV^©^*«^"&StnJS*3ai*-r5o JWW&fcfck SB DM ['Ja 
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— t h up— • 4 ^ 3 ^(Rheumatology International), 17, 223 (1998)] s 
CD4[ U -3- — ■i v*?-?* V—VX-P V 7.--*-? • J (Rheumatic 
Diseases Clinics. North America), 24, 567 (1998)] l^ff e.tl5 e 

(44) ami?, * j )\sz$Ltz&nm&&fcmmtzmm*mmT 
±ib ( 2 6 ) tm<D&%mmfr?o 

VkTZo m&mU±s gpl20 lt>4 PO ^-(Virology), 248, 394 (1998)] , CXCR4 
• ■ t> 4 u d i?-(J. Virology), 72, 8453 (1998)] N ^Dii [i? 
•V— i-Jl-^-y- ? U— #;i"V-f tpum^uV— (J. Clinical Microbiology), 34, 
2053 (1996)] Wfclf £ft£o 

(4 5) ±13 ( 3 6 ) g3«©&^f&#?£^M#i: UTlsi^ :T?n SO^Bf 

Ho 

(4 6) ±13 ( 3 6 ) i3«©&^MI#^£«^i&9^ LTltW-f 3, 

(47) ±13 ( 3 6 ) tmcoft&mmfrtt^Mfrt \sx<£mt%s mo^m 

Mo 

(4 8) ±13 (3 9) tmom i fo*m*fa$Lfrh\sT^M?Z>, TU)l¥-£tcl± 

(49) ±13 (3 9) mmcDiKfcZ^I&frtLX^tZ, TUJlX-Ztcte 

(50) ±i3 (3 9) imv%ifcitmm$i,frh\,x^mtz>, TU)i*-%tz\± 

(51) ±13 ( 4 2 ) mm<DVH&*mMfrt LT^£-f 2k MJI^ii©!^ 

go 

(52) ±13 ( 4 2 ) H3m©^#£W$m£#£: bT^ftS, «£#&J&<Z)?Sft 

(53) ±13 ( 4 2 ) IBtt©iSfl^W3&fi5#i: bt^t^^ aaKg&JftQ^Kr 

Ho 

(54) ±13 ( 4 3 ) tBrnotrnzfitomfttLx-gts-rz, &&ft&mm<D& 

(5 5) ±S3 (4 3) 8B«©!a#&##J*#kbT£*r-r^ iBfttt^AOtS 
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(5 6) ±HB (43) ®m<Dtnfc&*&bf&ft£VT'§rtit *s SB^JS^A®^ 

mm* 

(57) ±12 (44) C«©lfc*Stf»#&fcUT£*f 3n ^-f^X^fettH 

(58) ±IB (44) e«0tti*:*«»*^2:UT^*r*s fr-f^SfefcMI 

(59) ±13 (44) B«©iftfr*W»««-fcbT$*"r 2k t>-f^*fctt« 
(6 0) ±13(2 6) Sfcfcfc (2 7) gBtt©^r^K*fettSeS**«l^fc 

(6 1) ±13 (6 0) E«©^^K*fctt«aJC**»ri£^i:^^*t-5s 
(6 2) ±13 (6 0) E«0^7^ K^fetigaKS^afiR^'fcl'T^-rSs 

W& 23-IWfiWWWHEtt (**iBK-fe>^-) (1989 *0 ] , vM 2 

n® *» tec -r t & 5 ^it© 33 rum %m t s . 
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al,3i^s a 1,6 If 6>ftSo 

(J^Ts Gal-GlcNAc ^-fo )®&£3£f? bT 1 fcVM, U Sfc Gal-GlcNAc 

b Hbin/ffc£bT&> b hS^^fcxtes b hMffi^^M^ (complementarity 
determining region:J^Ts CDR£B§f3t"3) ^ffi^^C £#fclf £>ft3o 

7 by ;w7<; K-v^f^-rscit^nrtgT'fenKs ^j&»&s*0&jb^3 

,fctfVL£ri-F-t£cDNA£3tf#U b hift&CH&itfb hin^CLfczi- FT&M 
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fcJg?-ft«VVfrft3fe©^fc«U>#> MgG * 7 *® &!K HthIgG^5 

*£JR1-£hIgGl s hIgG2 N hIgG3 s MgG4fcV>ofctf:7#5;*©V^ftfe^S£fc# 
T'£So f;£> bhS^^JfltffrCDCLfcbTfctx hIgt«TnK l^ftS*©T* J: 

-iz^n^nifAbTt hscDR»*iin;(*:«3B^^^-*«issbx msm^z*-* 

So 

b hSCDI^«ia{*©CHi:bTBu hlgfcJRTfttf l^frfc* £><DT*fc <fc^#\ hlgG 
^5 !K Hfc:hIgG?7*fcJR-r5hIgGU hIgG2 N hIgG3 x hIgG4£ 

«msx^«k «4x^»*^©^tj;Dfp»*nfebhia#77-2;7'f 
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nut?"* -(Dm&*fr ui7x^ -MMzm&fc u mmfflmmzwrnt s*s 

] )>r— i/s >X(Monoclonal Antibodies: Principles and Applications), Wiley-L 
iss, Inc., Capter 2.1 (1995)] „ 

-fdr>-2 (IL-2) [iM^X (Science), 193, 1007 (1976)] s Jy$—u4* 
>-12 (IL-12) iV^—i-)\y'^y-u^zi^ry( h -/W^oi;-(J. Leuc. Biol.), 
55, 280 (1994)] s zi n zz-ffl®m?X~& zmm&? u --MMm? (G-CSF) l*J 
■v—j-fr • *7 - /U *n ^3b;i/ • ^ * X h U —(J. Biol. Chem. ), 258, 9017 (1983)] s 
Y^D77-^3n--fiW (M-CSF) • *7 • ^$7,^)*>$ 

• *»{J. Exp. Med.) , 173, 269 (1992)] % fiffi«-7^D7 7-^3 0 

--JdafcH^f (GM-CSF) [S^-:hM/ •t7-;HtD^^^h , J —(J. Biol. 
Chem.), 252, 1998 (1977)] N mtm^Xlb*^) XUif^^y (EP0) 
^ • ^7* ■ ;HtD^M • F 'J-(J. Biol. Chem.), 252, 5558 (1977)] > 

ho>Wxf> (TP0) [^^^^ -(Nature), 369, 533 (1994)] kZtftblfb 

*»MO§ffiK*J:rJt^r^K©Stt©<StfcH:s IL-2 IL-12 fc is WfflM, T 
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(1) • 7^8Wtf 

tmawmommmtii. hy^^osw^ ««©BHin7K^#*ff -5 c 

JI&lft&;&&£LT, Dionextta4««fi6^«f«S (BioLC) .^fflV^SSWe. 
ftSo BioLC & HPAEC-PAD (high performance anion-exchange chromatography-pulsed 
amperometric detection) & [S> • • »J*y H • ^D?h^77>f- 

(J.Liq.Chromatogr.) , 6,1577 (1983)] «d«fcot«lffifiJ£*^*f-rS««T?»So 

ftttWfct±N [r^u*;v^^^;i/ • t> k • • h 

U-(Agruc.Biol.Chem.), 55(1)^83-284 (1991)] fcftoT»ira*##UfeK»* 2- 

r ^ / 1: u ^;WbT-m#^Mt u hplc uriffi*it*ff m-r 5 z ttf-ezZo 

(2) «HR«t£ff*r 

U- (Anal.Biochem.) , 171,73 (1988), 5£«fl5^H«iS23-«fiajtt«BW*iS (^ 

£mm*y*~) mmm=m am*?) ] KU:Dff^ik*»T?**o 2&7&«sh?* 

> (WTs PA J:BSf31-5) fcJ;S*Hfi©&3teW« [^-^V • • 'Vf**5* 
h'J- (J.Biochem.) , 95, 197 (1984)] *frofc« N 

PAfcK*fc£fc#*U i£ffl*n^h^7^-£fr5o &^T\ #&bfc*fil©£ 
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^t^rah'J- (Anal. Biochem.) , 171, 73 (1988)] b<DX#v h(Dtm£>) 
2 h £&ffiM® MALDI-TOF-MS ft ^OltM V\ 2 &7G*Hlv * 7*&fc i tJ it 
2. i6g«|gfe^?g)^ttS8aflif5^a 

IgG fcB&IBTS) fc^Jfcl/rETFKxE^o 

u-fcta-f) ®/W7>r7-'j-i^ii-efe5. 

+ Fuca> 

±Gal01 
±Gal01 

$fes N-7*;io ^ Kf&£*MR0#»7G*«l© Gal fc N BfcKttWCSbS^r^ttil* 

IgGfciu Fc 1 *3ffcx N-7>=*^ K*S£*HftWlfr&L-0^. IgG {±2* 

©HfBfr&fcfifcSftWS©"^ fntfM^fcft Fc SS##2*m#&-$~5o 

IgG ©JSttBu ±ffi2 3bW©«rtHlg^aKft^©, H-7*W;i/3^$>C73- 
2*m©^^^fc*> N-T-fe^^I/^-^* >fc7U-^* $ ^bftV> N-^;i/ 

□ ^Ktt««3^f*»*nsjft«ro«ia**r*K* (Fomte) s 
iWJin$nstftfr*Fi*a&*-rs^# (nmm ^ *«*S£8Wi©ir5e>fc*N- 

7 , -bf-;v^;m-9-5 >fc7^-x^^ufe N-^VmS' K*£iirMS^t#nT£«i§r 

£F2;|i^£W-f £#Cfr (FZffitfO fc-TSiu IgGOS^OS*^ F0ifi;#>Fl 
>F2tn;#:fc&So 



IGlcNAc* 1 — ! Ma"3 4GleNAc/3 1 *- AGlcNAc 
- 4GlcNAc 0 1— *- 2Man a T 
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titziKi£(D ADCC ?£te£f§$5-r£fc&£&s ±ftbfc&g«tl#?0«£©#*r#ffi 
«&3ftfc!ft*© ADCC Ztz&Mts Fl tn*:fc£tf FO iSflt©#4£tfc* 

SSjgSftfcinrf*© ADCC *££&Wif&|-r3fc«>fcBu F2 ifafc©#£lt*£^< -TiiK 

^mife^^M^Sfe©©^W*fe(i«lW^5VN(±ffi^<@^^bTH:s 

£ * S H5HrStt©{£ V ^ g fe i±B**iStt * £ b & V * fe ttfflttT <fc ftfc£^ & 3 
*>©-e*)£^o |ftf^Fc««fcjg^SN-7Hr^;i/^;i/3^^>t7=i-^*(WQ 
^•^5^rStt©f£VN^fe(»^tt^^b^v^flg^bT(is 7 5» h^^n-T^ 
flgT?<&5 YB2/3HL.P2.G11.16Ag.20Jfflia (ATCC CRL 1662; WTs YB2/0 «tB&IB-f 



16 



WO 00/61739 



PCT/JPOO/02260 



fflfr&f^K lti±ffltfettll5« M^ffiWi: bTffl^ S £ % T* g 
ffl,6-73WVF7^7i7-t* (OTx FUT8»-T) «tf?>nso 

fi^£a$Abfc!K i^jife^cD^M^^^T^rS^^felfSCl^tctOs a 1,6 

sg^t H^t- mmm^mmm t m^^^ iti±»j tci±mvom& 

&Sl^^t>«£bTffl^3££ i feT#5o a 1,6 £g-&£W#T£g#!t£: VTlts 
73ixjl/ h ^ >7,7x7-^, b < & FUT8 Wo 
?gi«^bT(i, IfflBx MR M&tts ^MBS^. ii$£-fS?I 

t^U^ASs n'J^n^U^AJSs ^d;^t'J>7AIs ^i-h'^^-^^t 
mtZffl&Wls Escherichia coli XLl-Blue^ Escherichia coli XL2-Blue N 

Escherichia coli DH1 S Escherichia coli MC1000\ Escherichia coli KY3276> 
Escherichia coli W1485 x Escherichia coli JM109 S Escherichia coli HB10K 
Escherichia coli No.49^ Escherichia coli W311(k Escherichia coli NY49 N 
Escherichia coli GI698 N Escherichia coli TBK Serratia ficaria N Serratia 
fonticola N Serratia liguefaciens N Serratia marcescens N Bacillus subtilis N 
Bacillus amyloliguefacines N Brevibacterium ammoniagenes N Brevibacterium 
immariophilum ATCC14068 \ Brevibacterium saccharolyticmn ATCC14066 s 
Brevibacterium flavum ATCC14067 N Brevibacterium lactofermentum ATCC13869> 
Corynebacterium glutamicum ATCC13032x Corynebacterium glutamicum ATCC13869 S 
Corynebacterium acetoacidophilum ATCC13870 x Microbacterium ammoniaphilum 
ATCC15354. Pseudomonas putida s Pseudomonas sp. D-0110 m%$>\? 3 ^ fc^^ 5o 

gf§<2)?§aE;f81il&2: UTtis Saccharomyces M > Schizosaccharomyces M s 
Kluyveromyces fiL Trn^osporo^f^ Schwanniomyces J Sn HcJiiaJ^ Candida 

17 
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MT^WL&^s ffl%.\£s Saccharomyces cerevisiae ^ Schizosaccharomyces pombe N 
Kluyveromyces lactis N Trichosporon pullulans x Schwanniomyces alluvius s Candida 
utilis m tkHbtf S ZttfiX-ZZo 

m^mm^m^mm jumT^^xD -THuarc* z nso mm, sp2/o mm. 

^ W - -X/n A* * -^m^l§ CH0/dhfr-«s CH0/DG44 5^^o-v 
YB2/0» IR983F«, tf;i/©TOT-fcS COS^fflR b h =• id- v»&T-&£7- 
v;wn* (Namalwa) mmteZft&tf $f^b<tis ^^^--X^A^^-W 
IMfflBST- & 5 CH0/DG44 »3I V h ft S • 
mMBao^sre^bT&s Spodoptera frugiperda ©ffUfflUS-efe 5 Sf9, Sf21 
CBaculovirus Expression Vectors, A Laboratory Manual, W. H. Freeman and Company, 
New York (1992)D n Trichoplusia ni ©gB&jjBUB'efcS High 5 (Invitrogen ttK) 

£e>t, ste^F^A^nfei&M^^fcttffitus^^bs c:fts>©<i<fc£ffl 

73i/;Vh7>77i7-^ »£L<ttFuT8#&tf*>ftS 0 
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TJflwr*J:V>o a 1,6 ^tH^-f ITtt^ 73i/;H7>77i7-^ 

u < & fut8 #*tfe>ns« 

h5^^i=y^th »y\ gm®^mm<D&&ttmM > ^ x * a > 

?2>Zt£ £S[Proc. Natl. Acad. Sci. USA, 77, 7380 (1980)] o 

h^^yi-s/^tMftklm v«>^s £1*3% -7 b * 

vtfT*? MEt hSM&&f£ST££fc#'T?t5 [Manipulating the Mouse Embryo A 
Laboratory Manual, Second Edition, Cold Spring Harbor Laboratory Press(1994); 
Gene targeting, A practical Approach, IEL Press at Oxford university Press(1993) ; 
AV ^ Yr 'J 7;^ 'J -X 8 i^ - > ^ - y >y r ^ >P,lSfflM%m^tz&m'?$Z<D 
im, ¥±tt (1995) ] 0 
m&nmm£VX&, [Nature, 292, 154 (1981)]s -7hU> 7 

£di;#-C*t£ [Science, 280, 1256, 1998; Science, 278, 824 (1997)] 0 

±mcD^m^x DwnfeiwftCs fumnfttt?-- k-ts dna §iau 

WUffifcbTtts mfciu gESMfc©^* (1^11® 63-309192) > 

h7>^yx-y^*»©fm*ackbTt±s »[Biol. Chem. ,380, 825 (1999)] 
fc£#fcfcfe>*U 7y^7^^©#I^SfcbtH:> ;£iK[Plant Journal, 11, 
1195 (1997)]#fctf£ftSo 
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(1994K fflffig^, 21 (1995 k Trends in Biotechnology, 15, 45 (1997)]£ipDT 

. ;^^-^^yo ^-(Nature Biotechnology), 16, 847 (1998)] *T 
T"#5 • *.7 " f kSU*J— (J. Immunol.), 160, 293 (1998)] • 

4. b Hbffi&©Mig7j& 
( 1 ) h Mblfiti^ffl^*-©^ 

t h iftft© c i/t ou ffiit© t h m#© h n&tf l n c ««-e* 

£ N 0O;tfcfs t h#Cft©Htg© IgGl-9-^7^©Cffi« (J-^Tx hC r 1 h^HBfS) 
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£ £ ^ £ £ £ & ffi ^ S £ h #T- § 5 o mz. \±, PAGE107 [1* 

^ h^^y D^-(Cytotechnology), 3, 133 (1990)] , pAGE103 lV*-jr)\> • ^T* • 
/W^^Xh U-(J. Biochem.), 101> 1307(1987)] % pHSG274 |>->(Gene), 27, 
223 (1984)] s pKCE 5 s -f • *7 • If • 7^>3 7\M/ • 7^7^ - • 

7* . lMx>;*(Proc. Natl. Acad. Sci. U.S.A.), 78, 1527 (1981)] N pSGl 0 d2-4 
[iM hr^; D^-(Cytotechnology), 4, 173 (1990)] ^#&tfe>ft£ 0 ®«ffl 

mmmm^t * -tm^ z t*o ^e-* - ;\ >v- 1 vxit, sv4o ©wr 

-*-t^>^>y— [5**— 7\«/ • ■ )^4-*>T\^\- Biochem.), 101, 
1307(1987)] s ; Enr-7i>^filg'>^ ;i/7©LTR [/W*^ ■ 7*> K • ^ 
^■#7 -f Uit— ^ j. ->ir— ^3 >X(Biochem. Biophys. Res. Commun. ), 

149, 960 (1987)]^^^D7U>H^©7-D^-^-[-fe;KCell), 41, 479 (1985)] 
t^>^>V— [-b;KCell), 33, 717 (1983)] m&&\ft>ti2> 0 

t7-fAyD^;i/^VyX(J. Immunol. Methods), 167, 271 (1994)] «, 

( 2 ) b h M(Dmmom^(D v n - k r s cdna ©to 

b h ^©tt«S©Jn:<*k 0S * £ ^ H Wmi L H V Wt& n - K 1" £ cDNA 
fcm~F© <fc "5 UTBtfif £ CI h #t? * 5 o 

-f £>„ -^fifebfe cDNA $77-^1^77^^ F^©^^-H^D-->^bT 
cDNA^7*5 U-ftfERfS. i7^7*7 U-J:Dn gt#0v<7^^© C 
J&\,^±V mmffifr*7'V-7't \sXm\<\1l&Vffi$t&^- cDNA SttSli 
X77->^V^HM7*77 5 KMLiVI^n-h-tS cDNA*«-rSJ®ife 
it7 7-y^ttSafft^7'7^^ KS^nWd'TS. «8!*.:7 7'-$>rt^ttlMl 
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££8j «t t> h m&tf l m v 5 y mmn * abrr s » 

— ^IBUBftf^fit" 5 d A* qj^T-feti«s v^fc 5 <0 ft ^ 5 c iPC # 5 o 

- r 'j7;i/tofti-b^^Ai VfX--f >-x>UM ^p ^-(Methods in 
Enzymol.), 154, 3 (1987)] % RNA z>£ «ENA ft«»-r**ttil bt^ *'J 

•7XiT;KMolecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] Qiftbtf £ft£o £tc, >W h*-^Mfr£ mRNA ^ 
h hbT&s Fast Track mRNA Isolation Kit ( Invitrogen #S0 s Quick 
Prep mRNA Purification Kit (Pharmacia ftSQ ^#&lf £ft&o 
cDNACD^WcDNA^-Y^'J-ffMS^bT^ [/El^i^- • * P- 

— y7'.?' -7^7 h U— • "7— iT;i/(Molecular Cloning: A Laboratory Manual ) , 
Cold Spring Harbor Lab. Press New York, 1989 ; £ V > h • 7°P h • >f > • 
^El/ipjL^— • M-f^P^— (Current Protocols in MolecularBiology), Supplement 
1-34] % iH^irfclScD^y K 09*. Super Script™ Plasmid System for cDNA 
Synthesis and Plasmid Cloning (GIBCO BEL *±M) * ZAP-cDNA Synthesis Kit 

(StratageneftSO £ftV> S If & ft So 

cDNA >\47V K-vMfr£&mbfcmRNA£^i:b 

J# b It cDNA ftffl^atf ^ * * -fcfc s » cDNA £#1^&#> 3 * & ft «^ 
& 5 ©7? ft ^ 5 £ £ #1? £ 5 o#l £ \&s ZAP Express[ ^ r 5 t V — X( Strategies ) , 
5, 58 (1992)] s pBluescriptIISK(+) [**W** -TS/vX- ^(Nucleic 
Acids Research), 17, 9494 (1989)] N A. zap II (Stratagene n A gtlO, A 
gtll [DNA ^D- =->P:T' 7?!? ! r<< A;i/-77"D- ^(DNA Cloning: APractical 
Approach), I, 49 (1985)] , Lambda BlueMid (Clontech #§$[) * A ExCelK pT7T318U 

(Pharmacia #MKpcD2[^lx*i 7- K--fe;i/^ — /W^P^-(Mol. Cell. 
Biol.), 3, 280 (1983)] StfpUC18 [^->(Gene), 33, 103 (1985)] Wft^&ft 

So 

7T-^^vMi7-7X5 F^zt-tixbMmztiz cmk^jzf^v-zmxt 
%-*mmh\^x\m cdna ^ 7?v-*mx, %sMim^5*©Tfeniivv 

j&»fc3fc©-C*ftV*££ htft^So filiKs XL 1 -Blue MRF' [Xh^riS-Z 
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(Strategies), 5, 81 (1992)] N C600 [^x^x-r v ^(Genetics), 39, 440 (1954)] s 
Y1088, Y1090 [tKx>*(Science), 222, 778 (1983)] > NM522 • * 

7- * 1/^^.7- -JU*W-( J. Mol. Biol.), 166, 1 (1983)] , K802 [^*- 
• *7 • =£\s*3-?- • A-f^n^-a Mol. Biol.), 16, 118 (1966)] £7J 
JM105 [^-XGene), 38, 275 (1985)] mtPm^ftZo 
cDNA D-fr^Ot him(DMV>)<Dtjifc(DEmRVLM V ®M>*zi-Yt 

z cdna ?u-><DmmtLxte, Y-rm^\*.ikmm^tz7u-7-%m 

& l/^r • £ D — — : 7«7^7hU-- vr.iT;i/(Molecular Cloning: 
A Laboratory Manual),. Cold Spring Harbor Lab. Press NewYork, 1989] 

^-C7^V-^WmtLXs Polymerase Chain Reaction [WTs PCR&^fBTS ; 
^ Ix^rj.^— • ^D-r>y : 7" • ^7 h U— • v-j. ^(Molecular Cloning: A 
Laboratory Manual), Cold Spring Harbor Lab. Press New York, 1989 ; iiW V • 
7*D h=J— )IX"< y ■t\/*3- : y—'>^*TiV— (Current Protocols inMolecular 
Biology), Supplement 1-34] lz£ t) Htg£t5L§i V3U$£=i- K"T5 cDNA ZMUt 

±I3^fw«J;!?M^^tife cDNA £ s m^ta^mmmta^XViW^ pBluescript 
SK(-) (Stratagene *±SO mo^^X^ Kt£n-->^U iimffll^ £>:M3J&SIS 
?!l8?#r;^ V>$- (Sanger) ?>©^x^^ [7D^>-fO^ • 

j-y-if'j-i/aj-fr'T-tjy**. — ^I/"^ x>*(Proc. Natl. Acad. Sci. , U.S.A. ), 
74, 5463 (1977)] ^(D^m^fsW Mmm&Mfttt$iW.s #Ufcfs A. L. F. DNA 
^ x> -^_ (Pharmacia *£®0 ^£ffl^T8¥#nr3£ txm cDNA0j£^ie?'J£$: 

ui/jjjl-j \sX h (Sequences of Proteins of Immunological Interest), US 
Dept. Health and Human Services, 1991] tiklfcTZZ. tlzk t) s tflMLfc cDNA>^ 

t v> s 1? *mm-r z> c t &t* t s 0 

(3) h h^Ogj^CD^CDV^OT^y^iH^J©^*? 

Pi-frmW £^£f ftte© L ^ V T ^ y ^IB?U (3 PUT 
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-i >X->i"7"( IxJ (Sequences of Proteins of Immunological 
Interest), US Dept. Health and Human Services, 1991] hititt* S d t <t 

y.T'DT'f >X'*7"( hJ y& KSequences of Proteins of 

Immunological Interest), US Dept. Health and Human Services, 1991] ^it^t* 

(4) t vm^^^tim^^^^-omm 

jfJ£A(D (1) KIBiBOt hfctn;{£$gSaffl^*-©fc htrtfttDH^&tfLgiC^ 

k-t-s cdna §^D-r.>^u t ^m&$m^z 

#J;Lfc£s t h^0itltl©mi*:©HMSt/L^V^^3-h-r^cDNA^ 
b hW^OKftlW^HmS^Lmv^cDa'^ffliJ^SiE^J^t rffi;#©HgU&: 

tFLfg c 5' ©j»e#j tfrb&bs ^ummm<D^mMm *m 
m~m-?z>&&Mktzti?tim%iLs zn?n**m4<D (i) izmrnvthittK 
fctmrn^? z-omy m&o h wmi l ti c me& =j - k t s «^©±^^ 

(5) t h^CDR^fii^V^^n-K-rScDNAO^ 

t hSCDR^*ltrt^©H^OTLmVM^=i-h*1-^ cDNA f±> &T©J:9£U 
T^1"Silh^T-§5o £1\ i$J©t Y&ft<Dm®<Dfcfc<Dn$&RVl&V®. i & 
<DCm*&mtZt hin^OHHS^L^V^®7U-A7-^ (&Ts FR £ife!S 
ITS) ©T'^y^K^'J^^-r^o t bmftWHgi&tf L^^©FR©T^i? 

^^.(^ Protein Data Bank^©^-*^— Xfcg^nTV^t: h Jfift:© H ilStf 
LtgV^©FR©T^/iSIE?!k t b*fafc©HiOfctf ^©^^©FR©^^ 

I/ X b (Sequences of Proteins of Immunological Interest), US Dept. 
Health and Human Services, 1991] mtPtotf £>n£fr\ ^0*T-£k 
Wr5h hMCDR^1tm#:^»l-r?.fe«){3^ g&©fc b &W©m^©m#£> H II 
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mil m V ffl&o FR (D7 5. yMZaifc-CSSfcttSEtufflHtt CJ>& < 6«W±) 

W^©Slt)O^OH^St5L^V^OCDRCDT$y^iB^^*lU b hMCDR 
8f*R#0 H US tf L £ V 7 ^ ; ^IE?U * NOT 1" S . SOT b 7 X J min £ 
ttflyDfcfi^OttlSEMfcJG&ftSn K>©ffiffl«fi [^-^>^X-^^-7"p^^ 
>X-j)"7'"f Ay D^^;i/"f >^ h (Sequences of Proteins of Immunological 
Interest), OS Dept. Health and Human Services, 1991] &%J5gbT DNA EElfcg 

^J^ISff-rSo »OTbfcDHAEaifc£-3§s .loOE«ffi£©:B£fr&j£3»*0£fi& 
DNA££g£U *ft££JB^TPCRi*£fT-5o £©*§£\ PCR TO®K»*ai^dl 
nrH^DNAOS^*e>x H^s L^fcfc6*©£$DNA£i8!irt-S£fc##£b^o 
* fcs BSttiitSM DNA © 5' *Jgfca^&»JK»lfS©gSIE5US3IA-r S - 

t-Zs *m4(D (i) t?«miufcthfl:ts#»affl^^-c*jBK:^p-=>^"r 

SCii^^So PCR&s mffimVa* pBluescript SK(-) (StratagenetfcR) ^©7* 
K^^p-n>^U #£4© (2) fcI3«©£ffifcJ; D> tfSi^lft^U 
ffig© b h S! CDR ^liJrtft:© H g^tf L g£ V fg $© 7 5 J &E3I ft3-K"T5DMAE 

(6) b hSCDR^«[fn;ft:©V««©7 , $>'KE9!I©a!tS 
t M CDR ^Hl^tis S ft© b h J^©»© Jrtfr© H H&tf L g| V ^Jgo© CDR 
©#£fc h^OHilS^LiiV^CFR^Ifibfc^^T-tts *©trtHC*S£i£(4 
t±7G©t hW©»©irt#:(3J:t^T<£TbTb^^^h«e>nT^5 [W*7 
DS/'-(BI0/TECHN0L0GY)., 9, 266 (1991)] 0 Z<DMmt.VT&* 7G©b b&L 

ft(Dm®<Dim<DnmRv : imvmi!&T'&, cdr©^&s>i\ fr©^<o#>cd:p=> y 

CDR©gtftfc#V\ b hm#©Hfl£7JL$V^©FR©Jl&£T=- 

bT b£ 5 ft WSo Z<Dfflm*m&LtZtzl!bs bhSCDR^fit&fl: 

T*ttx b hiri#:©H^U r L^V^©FR©7'^y^E^©4 I T\ it^mMJ:©^ 

^tm-s- bT v^t' ^ y cdr ©r ^ y mmmtm^im bfe *k m©^ 
£^©b hw^oft^^c^tB^iis^^yKaasfcasc^u irifensis^ 

rStt£±#£-fr5££#*Tfc>ftT^£ VUHrfrtJ Di/*-(BI0/TECHN0L06Y), 9, 
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266 (1991)] o 

^ [^-^.^.^l^^-./W^o^-U. Mol. Biol.), 112, 535 (1977)] 
3U>fctn > K i-^-?r U >^ [ror-f >'i>^-7'J >y(Protein 
Engineering), 7, 1501 (1994)] Ht«t 5Sft©4ft«jl©l^St;)S«r^t>nt 

t h m^o h m&tf liv <m$><D ykdt*; m%&e>&m±. dna & 

Ji^T*Jg4© (5) £I3ffc©PCR&£fi : ?;i^£J;'K ?ifi£T-£3o PCR&£>iii|i 

( 7 ) t bsjcDR ^mtfu^mm^ ? -comm 
m^-v-rmB^(D±^s *M4<d (5) rxi (6) «tfet kmcdr^ 

^^©Hil&tf LilVi^^-KlTS cDNA£^P-->^U b l^CDRgMf 
ia^^^^-^^S-^^t-^^o 09*HU **B4© (5) St>* (6) T*b 

h m cdr ^m&o HiMLiv mmzmmt %> mtm v ^ z&m dna © ? t> s mm 

© (1) tfBfcCDfc Mb£ft*383lffl^*--©b hm^©H0Stf L^C^^n- 

CDR ^tfCttfgSi^ ^ * -*Mmt '5 £ i: #T" 1 3 o 

(8) b Mbtfafc©$:/£ft£g 

*IM4© (4) £tf (7) fcBBf&©b h^m^^^^-^^^^W-^ 

2-257891, #4 h^^^n^-(Cytotechnology), 3 ,133 (1990)] mtfi&tfbn&o 
b h{b^^3g-<^^-^#A-r?.»»J:bT^ b Hbft#££jl£-e-?>£ 
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m/owmte&p&tf *>fts#x « i,eis^t:H#"r*#*©a^*^»**fct)x 

AX*-0PJI« CHO/dhfr-^R CH0/DG44 » 7 9 Rxd-7 YB2/0 
IR983FfflU& t h ^xD-^JiflST*fe5±v;W^lia.«:^S>{f ^.ff$b<^ 
^ w - _x>n A ^ * -|pm«T*$) S CH0/DG44 If *> ft So 

257891 £||*£ftWS#&fcftV\ G418 sulfate (£Tr\ G418 fc^IBf S ; SIGMA 

btfc BPMI1640 JgJfe (B*SK3£ttSK) s GIT igife (QflKttS) s EX-CELL302 
igtfe (JRH s IMDM JSlfe (GIBCO BRL #«) \ Hybridoma-SFM igtfii (GIBCO BEL 

aso s *fet±dft&mc^ii&BJfliti («Ts fbs hmutz) ^o&nmu®* 
mm Lizmfm&m^ s - £ s Q m^ntcmmum^^m^^m-r s z. t 
•e^iii^tt Hb^#££g^£-£Sc:fc#-etSo Jg#±»#©k MbJ/ttt 

tf?^ X : 7 • -5 #5 h U — • 7-a7)K Antibodies: A Laboratory Manual), Cold 
Spring Harbor Laboratory, Chapter 14, 1998 N • 7>x-f it? 4 X : 

XU yi/7))/X • ?yY ' X^^t 1 ^ X (Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited, 1996] Sfc «fc S$iJ£t:£ So £fcs 
fcfcJU ftlB¥ 2-257891 fcil^3ftT^5£»K:ftV\ IfflFR afi?flMi*«ft*lffl b 
T k h {bifc#®£mS£±#3 * S i ^ S So 

k h -fbjftttttx 7B*tei«*©**±i» «fc 5 7 d :r > A * 7 A * ^ vr »ST S £ 

£:#T#S [T>^ -f ^r^X : T-^**^ h U — -T-j- Antibodies: A 
Laboratory Manual), Cold Spring Harbor Laboratory, Chapter 8, 1988^ 
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— i-^-Tyj- ^ ^f'fX : 7*D >^7;vX-7> F-77^f^ * (Monoclonal 
Antibodies: Principles and Practice), Academic Press Limited, 1996] » $fcs 

VfrTK KWmfL&i&UTFx SDS-PAGE hMZt 3 ; ^-(Nature), 
227, 680 (1970)] ^>»>M*>:7d y^-f [7>f-f^r^X: h 

i; — -? - a. TM Ant ibodi es : A Laboratory Manual ) , Cold Spr ing Harbor Laboratory , 
Chapter 12, 1988, =£J >7 D— ^-T^t 1 ^ sP^-f X : rU >^>7 , ;UX-T> K- 7" 
^ ^ ^ -< ^ (Monoclonal Antibodies: Principles and Practice), Academic Press 
Limited, 1996] ^T*«lT £C £:#T*£ So 

(9) t Mtftte©^! 5 !^ 

EL I SA m&Xfmyttiifc&l* * > V — 4 A J n V — 4 A > * ^ ( Cancer Iiamunol . 
Immunother.), 36, 373 (1993)] fCiDSJtTtS. ^«tg^»tM"rS 

§ [d^-v >V — -ilxJUi/ — -f Ay 1:— (Cancer Immunol. Immunother.), 36, 
373 (1993)] o MCt bfciji#-(Dt telfc8(£lfcJu *=^M0t 

±IB4i3«©t hfciS#©0!IC&5«fc"5fcs ^IV> ADCC tStSfc^-TSffifttk ^ 
©^Wfc.fctfi&^fcS^TWfli't&S* 

«s*p«rr s c: tta $ isMts - * s©-^ ®£©in3sau t> «^ik 



28 



WO 00/61739 PCT/JPOO/02260 

Jfo£«ix. SCI 

-r^tiSM^a^ ?&i(^©S»5pT?©ftlRiBaJBO«*4»V^ ADCC 
#t Stt#*ffl^T»it 5 - 1 X b x HSMiSf «t vmt 5 c: fc*«Tf § So 
^^MJfeMIl:l^», ^ ADCC ffittft*rSiafcfcfl!VNT»>-f 

* & &m (i««©m & scitiaOs^^^sfe « & & & » 

**W©ln;fr*^-r SE*t±x UT#«7f S Z. £ * pJi&Tfci:& 5 

fr\ ^iima^tl^if^n5-ofe5^H:^tiW±©fi^i:-i^K:^ts Star 

^©s^st^^Tct<^e>ns€E^©^tj;Di[3tbfeg^wjhbT^ 
*y-m *s»«®tt*x p-tKD^j/sRjasttx^^i/WoKjjfffjx *h 



29 



f ( 

WO 00/61739 PCT/JPOO/02260 

uTjMtwtittiLiiN yv-kv>t§&M7*ztiZo mi-ems &-&m^%& 

«t D 5 2p\ aSfifeA 1 B 1 fe D 10 # g/kg~20mg/kg.T-fe So 

tbm cDctsttraesu ADcct£&$j£&^#&tf*>ft> * ^tr^^bttts 
cdc tstis adcc rstf , tmmmm^ • 4 a j w- • -i a y -t 

^—(Cancer Immunology Immunotherapy), 36, 373 (1993) ; 3r-V>1*— • "J*— 
^(Cancer Research), 54, 1511 (1994)] ^E^C^fc^oTff "5 Z fctff^So 

mm-n^z^-mm. i-j-i-^jv^^-nMs mmt-?? 
m^m\^ntz^mmm^^w-^\z^-r^zh\z.ii\)^ &wr:&. adcc 

So 
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m i m MmLtzsmmvmmirt^iKfco sds-page (4-15x^7 ^x> 
^n^nmM^s&^frofciaT-feSo u-> 1 2#yb2/o-gd3 

3 jfi CH0/DG44-GD3 ^W?-. 4 ifi SP2/0-GD3 vifite, 5 ifi NS0-GD3 
^7^(302K 6 ifi NS0-GD3 5^(GITK 7 tmfttt T-*-©»»/^ 

31 2 El SMSUfc 5 S^Oin; GD3 7» GD3 fc©|g^tt&8WMft**fc3 

o&m/o-mz-tv&ifa cho/dg44-gd3 sp2/o-gd3 * 

■#NS0-GD3*^Jntt(302k A#NS0-GD3 5tft»(GIT)©»tt**il* 

i§3® *g»Ufc5ffl8©4aGD3**7ffctf:©k M 5 ^-v«*fcG-361 M^TS 
ADCC?Stt£^Ufc0T*&£o ttftil£iHUi3l¥$?S& tt*l|fcifcfl«fc*n*ftjj**- o 
Oi* YB2/0-GD3 ^irufk CH0/DG44-GD3 ^ifcftk SP2/0-GD3 7 
intffc ■3^NS0-GD3^7tn;<*:(302K A#NS0-GD3 7ffitf:(GIT)©f5&£*ft* 

m 4 El ilbfe 3 9£©ft hIL-5R a CDR SDS-PAGE (4-15X^-5 ^ > 

FWUfiiS) ©«fUM&^*->&^bfcHt?&5o ±EI»iI^fk TElfr'il 

7E^T j en-?timm^c»sffofe^"efeSo u-> 1 2 # 

YB2/0-hIL-5RCDR JJvfk 3 # CH0/d-hIL-5RCDR Jffcffc 4 # NS0-hIL-5RCDR Jntfk 5 

M 5 EI mm Ltc 3 «^©iri ML-5R a CDR^Kfr© hIL-5R a £©*g£?Ste£i/W*: 

m*%n?tim-r<, Oft YB2/0-hIL-5RCDR CH0/d-hIL-5RCDR Jfifk □ # 

NS0-hIL-5RCDR tfcfc<Df£&&*tl : etl>mto 

msm mmLtzs mm<Dm hiL-5R a cdr sm^tt© hil-sr sbb^** t 

m&*Zti?nmto O#YB2/0-hJL-5RCDRiftfk •#CH0/d-hIL-5RCDRJrC#:s Oft 
NS0-hIL-5RCDR ^©fS&^ft-eft^-To 

mim jgMbfc 3a^©i/thiL-5R a m.mmmv>ii->? iv^n wl-5 mm? 
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\ZUWL (^RtfhIL-5©&#g|&B£0BJ:bfc) £**ven^fo 101, 102 
mm^&. 301, 302, 303 if YB2/0-hIL-5RCDE ifi&n^m, 401, 402, 403 ifi 
CH0/d-hIL-5RCDR VHtiSt-ZWk 501, 502, 503 # NS0-hIL-5RCDR tA#«!4*©IS** 

fg 8 0 YB2/0 #£j^fc*»S&n;hIL-5R a CDRgttiatt (±«) £<fctf NSO Mb 
fe«l»ifi;hIL-5RaCDRigP*ift# (Tfffl) ©PA<b»«©»fflHPLC »«©Jgltia (£ 

ia) £^© ?Mtmm^a~i-y^^v-^mmvtzm^m hplc -e#*rbti§fc}g 

16 9 0 CHO/d b fcStSffcx hIL-5R a CDR j&ffii/ittfr 6 PA {b*lil b, 

m 10 0 ^ir*®^, i&»iii#©-3is© gd3 t<D&<&ft&*. jftftawE**^** 

— {HS©t h 5 y -^ifflfl&Hc G-361 J~*f"f3 ADCC *S*4£^bfc0T-&£o fttt£iHI 

r^fc*<fia&^bfefe©"e»So £g|K:#ft*ii#©}8*:Bis £0m*iB#©- 

mi2m FUT8I2?'J£;^>^- K, > h n-^fcflH^fc*^©*^ 

*Blfla»t:*ttSFUT8te¥li«9©«*^-r« B^CHOW^, □#YB2/0«BII&#*1& 

1 . in;#>^U^> K GD3 b hM*/ in/ft© # >rAI^l^^ £ — pChiLHGM4 © 

Lf£©38^**-pChi641LGM4 • *7 • JASviStiJl ^V^X(J. 

Immunol. Methods), 167, 271 (1994)] Mlul (3«&±fi) £ Sail 
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^*-pAGE107 [iM h^^y D^-(Cytotechnology), 3, 133 (1990)] 
Mlul (£®g#Sl) Sail &mmft®L) -ZXfjmLX'&t>tlZ>m8®®MB?RV 
7,75 4 *»yi/?i-)l%<£t!® 3.40kbco$rJt£ DNA Ligation Kit (MfcttSK) 
*ffl^TJilSs *B§SHB101& &U*3-5- -pu-->7 : T • 5X5 h V- ■ 

- j. T>1> (Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] Z&mU&isX757K h* pCM641LGM40 *#»bfe 0 

ifcfcx ±fat?«l3SUfe7 , 7^$ K pChi641L(3ttO *»J|R»* Clal 7f 
DNA Blunting Kit 4ffl^tfMfbU 31 1 Mlul (5M3£ 

#») -C-WWf UTf#£ft3 L & cDNA S^triSSj 5.68kb ©BrM-fcia GD3 ^jfitf:© H 
il©fSg|^£-pChi641HGM4 •t^-fAyni;A;v ^VyX(J. 

Immunol. Methods), 167, 271 (1994)] $ffl!B&£XhoI (^SfittSg) T*«^s DNA 
Blunting Kit (£M#SD £ffl^T¥«f*«KbU MfcMluI (£?i&#g!0 T-« 
LT# 5*1,5 H&cDNA££trfc» 8. 40kb©»f>t^ DNA Ligation Kit £ 
ffl^Taigx *B§MHB101*fc [ : El/^a7-^D-z>^:?.^7hiJ--7 
-j. /'^(Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. Press 
New York, 1989] STfcHfegl bTirE GD3 **5m&(D* >y= AMftft'*? * - 
pChi641LHGM4^^bfeo 

2. trD gd3 5w,ft-®£%&mMm<D<m 
±mmmmi(Dimxmmvtcin gd3 ^7»^>tas»^^- 

pChi641LHGM4 £fflV>Tjrt GD3 5mbO&fe&WMU*Wr<D&0 btftlSlU 

jft GD3 3^ ^ft^ggl^ *- P Chi641LHGM4 CD 5 a g £ 4xl0 6 «©7 yh^x 
o - v YB2/0 M'xxl^rP**l'— >a>& [tf-f l«f^D^- 
(Cytotechnology), 3, 133 (1990)] IciDSA^ 40ml <D RPMI1640-FBS(10) 
[FBS(GIBC0 ML%.M)% 10X$tr BPMI1640 igife] CSSU 96 £ x;i/^*ffl7"l/- 
h (&M'<-?54 h#SD KL200 /J. l/<7x;i/fo^bfeo 5%C0 2 -f >*i^-* 
-f*IT-37 o a 24Wffi|J&itUfeSk G418 * 0.5mg/ml J: -5 fcMLT 1-2 MHo" 

«fc D Jg*±iS*IIIiKU ±?f*©J)Ti GD3 7ffi#®ifiJi*S^££iSJfefl 1 0 311 

t*-r elisa &t «t d m%. bfeo 
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m^^mm^mmLxttm^MM^mm^^^Emr^m * o.5mg/mkDHFR 

©P1«JT-&£*V hU^-h (WT> mtmttZ ;SIGMA*tl!D ^50nM^tf 
RPMI1640-FBS( 10 l~2xlO s «/ml ttU^CHU 24?7^)V7\s-V 

(GreinerttSO £ 2ml -f-^&bfco 5%C0 2 >*^-*-f*|-t: 37°CT" 1-2 SO 

tcf ^)UDmm±m*(oifi gd3 ^^^m^cD^^tsts^^wjios^cTN-r 

ELISA miZ «fc 0 «iJ^bfeo i%m±m*£&i GD3 ^m^^ll^Eto ?>nfe * 
(D%mm.W&t-D^X&, ±%Ztm$k<Dj5miZ£ !K MTX*§Jg£ lOOnM, 200nM tm& 
±#£i*\ G418 £ 0.5mg/mk MTX % 200nM (DfSA^tS BPMI1640-FBS(10) 

^©«fc^tbTf#e>tlfem GD3 ^^<7lrL^^m-r€)fl : mfeMfl§^D-> 7-9- 
51 11^4^5 BffCXlgftWK^X^XglftWSf^f ( B*@^«»o < 

fcfrfrifClTi 1#3-^) C FEEM BP-6691 £ bT^I6£ftTV^o 
( 2 ) CH0/DG44 MU*m V * fz&B *fflJS©ffcS 

ifc GD3 vffikfm*? *-pChi641LHGM4 CD 4 g £ 1.6 x 10 6 «© CH0/DG44 
MU^x-^f h D#U— ^>3 [1M h^^y D^— (Cytotechnology), 3, 133 
(1990)] twcttJ^A^s 10ml © IMDM-FBS(IO) [FBS * 10%, HT supplement^ GIBC0 BRL 
l<S«fe"C^tr IMDMtgife] fcJKSU 96 £x;H3ltJB7'l'- h («**Wftt 
g[) 1Z 200 ^ l/^x;i/fo^bfeo 5%C0 2 ^i^-^-rtT* 37°C N 24^Jg# 
bfc^ G418 £ 0.5mg/ml £&3 <fc"5£*iDLT l~2IPI^ibfe, G418 Wt££^ 

±^*OtriGD3 ^ia^omil^rStt^^JS^ 1 © 3«fcgvT ELISAifet «fc DS'J 

£bfco 

DBFR»fi^Ji«m*|iJfflbT*i*^m*&iiin**SS»T?s G418 £ 0.5mg/mb MTX 
* lOnM^tf IMDM-dFBS(10)*g«l [«W*fl&J>&lfo»mTN dFBS fcgti3TS ; GIBC0BRL 
*±M)£ lOX^tf IMDMigife] l~2xl0 5 »/ml fcfcS «fc5fcS»U 24 ->x;vr 
1/- h (gWfi^ftS) 03 0.5ml fO^lfeo 5%C0 2 ^ >^a^-fif 37°CT' 1 
~2®P^#bT> 10nMMTXWI4^^-r^S^^^SI^bfeo ti^^fe^tlfe^ 
x;i/©^H*g«lttt:ov^tt, ±SBfcH«©*«K:J:0> MTX^gJg* lOOnM £±#2 
*s UlUfcJfc G418 * 0.5mg/mb MTX £ lOOnM ©»ft-C^tr IM0M-dFBS(10)Jt%T*SI 
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o^tit 2!I]©l&##i?&£<fcS#-«<b (^o-Wb) fcffofco 

(3) 7-)X ^ xd-7 NSO «§i^fe4i»©f^ 

JrC GD3 ^#^^#-pChi641LBGM4 © 5 fi g $ 4xl0 6 «©x^;* 3: x 
n-vNS0W-\xl/^ hn#l/— >3>&[1M hr^y D^-(Cytotechnology), 
3, 133, 1990] lz£y)mX&, 40ml©EX-CELL302-FBS(10) [FBS £ 10TL 
>(&TFs L-Gln t&B&TZ ; GIBCO BRLttS?)^ 2mM^tr EX-CELL302 Jgtti] fcSKHU 
96^i;^#ffl7l/-h (ft^-^-f MtS) fc 200 // l/«7x;i/"fo#&bfco 
5%C0 Z -T ylcz-^-tr— F*3T* 37°Cs 24 B^ig^bfc^ G418 £ 0.5mg/ml -5 

«inbT i-zaB«*ufe. G4i8m^^r?fmfe^*©='D--* s ai^u it 

fS(4*HSfi^J 1 0 3 lit ^"T ELISA ^iz J: t) SO^ bfeo 

DHFRStfc^JHi^fcfllffl bTinifr^0*%iiiP*«Si«^ G418 4 0.5mg/mU MTX 
& 50nM ^tr EX-CELL302-dFBS(10)J$% (dFBS £ 10t L-Gln £ 2mM ^tf EX-CELL302 
igtfe) ^l~2xl0 5 «/mltc^SJ:-5t^^bs 24 <? x;i>7*l/- h (Greiner#§!Q 
\Z 2ml -f o^abfeo5XCOj-r 37°C7r 1~2 }W§»bT>50nMMTX 

*©iri GD3 5^©^^tS14^^5S^J 1 © 3 EfcSVf ELISA i££ £ D MM b 
fco J#*±i*#£ln;GD3 ^^5^^;^©^m>^) s l:«>e»nfe'^7x;^©^Kfe^cov^T 
fciU ±IBt|sI^©^t«tt?s MTXilje£ 100nM N 200nM 2:JU«±#** N glUWfc 
G418 £ 0.5mg/mK MTX £ 200nM©^X*#fr EX-CELL302-dFBS(10)J&ti&7jii5lwrtgfr 

3. ffi&<Dm\ZtttZl&'&f%&<DMM (ELISA ^) 

m£0) GD3 Cttf se^xttJWT© £-5 bT«iJ^bfco 

4nmol©GD3£10#g©^Vl/^ h-f;V7^7 7m3iJ> (SIGMA ttS) 2: 
5 /ig©=Jlx^^D-;i/ (SIGMA £*^ts Znl (Dx.? S -fr®mz®MLtco 
^^©20 jul 1 (40pmol/«?x;i/£&3) £ 96 £ x;i/© ELISAffi©7"V— h (Greiner 

©#r> x ;K:jen?wu ix^m tvi^ > (w~r\ bsa^ 

IB-TS ; SIGMA ttSS) *^tf PBS (WTs 1%BSA-PBS h^fBfS) £ 100 /z l/£x;V 
X-tiaJLs £UX 1 ^^^-y-r^t- SrStSSfc^n bfeo 1XBSA-PBS £JfrTx 
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x;i/T-*D^, 1 «?IHSJte**fe. fifcftx 0.05%Tween20 (ftlftfcfi^ 

ft^frPBS (WT. Tween-PBS fc£f3t"5) T-ft^gL 1XBSA-PBS f 3000 £C 
*Rbfc^***>^— K«Mrt"^tftt r- IgG(H&L)Jrii*:^S (American QualexttK) 
ft— *tft#*»i: bt» 50 ^ l/^^;i/T*Snx.s giST* 1 RHIKjB**fco 
Tveen-PBS "e&mts ABTSXKM [2,2 , ' : 73?>'-K7(3-ifMWf U >-6- 
^;i/*>fi)7>^-^AO0.55gft lLO0.1M^x>Kg»«(pH4.2)fc««IU & 

ffliii«t3a»fl;**ft i u i/«i -eaarabfe**) ft so ^ i/>> x;vT?fln*TiBfe;*-e\ 

415m ©K^K (WTs 0D415 fc&fBf5) ft^bfco 
( 1 ) YB2/0 M1&&M<D&mMm<D%&RVtnik<Dm®. 

±szmmmio2m (i) ^n^nt^m^^^m^^mir^mmmmsm^ 

D-> ft BSA ft 0.2k MTX ft 200nM, h D 3- h^D^> (W"r\ T3 tmttZ ; 
SIGMA #80 ft IOOdM ©M^T-^tr Hybridoma-SFM J&ife£ 3 x 10 s *fflfl&/ml f&%>&? 
fcBMU Z.OlXVj—tfhfr Ugtim^QM) ft^T50rpm©jI&T41#l£#b 

to 37°c©g?a^ft-e io nmmmt, mm±m^mmhtco mm±m£*) Prose P -A 

(BioprocessingM) *7AftJBWC % aWt©«W«fc«V\ trt GD3 
H&bfco »»Ufctn:GD3^7tn;#:H:s YB2/0-GD3 7ifi#i:£ttttfco 

( 2 ) CH0/DG44 »^C4I»CWSWI 
±f3H»J 1 © 2iM ( 2 ) T*f§ 5> nfein; GD3 ^Jattft^g-f SJ&5Btaft$BWa* 
D->ftL-Glnft 3mM, liSS^a^M (£Tr\ CDLC ^HIBf 5 ; GIBC0 BRLttS) ft 
0.5%, 7>nmy^ F68 (J^T, PF68 tmBtZ ; GIBC0 BEL ft0.3X©J8k"C 
^tr EX-CELL302 1 x 10 6 «/ml £ & 5 <fc "5 fcSS U 175mm 2 77X3 (Greiner 
50ml foMlfeo 5%C02 >*^-*-?3T- 37°CT* 4 Bfa$Jt& * 
«±^ft®lRbfeo igil±i§«fc>) Prosep-A (Bioprocessing*±SO #5AftJlVvTx 
W©M#«V\ tam3**7^#ft*t»bfc. *&«UfcffiGD3 **5ffi#HU 
CH0/DG44-GD3 7 JKttfcJ&ttW-fco 

( 3 ) NS0 

±I3HJS^Jl©2Ig (3) T*f#e,nfc}nGD3^^7irC^ft^l|-r^S^MflS^ 
D->ftL-Gln ft 2mM, G418.ft 0.5mg/mb MTX ft 200nM. FBS ft lX©»ftT?^tf EX- 
CELL302 JSJfiC 1 x 10 6 «/ml h ft £ <fc -5 C»» U 175mm 2 7773 (Greiner 
fc 200ml f«bfe= 5%C0 2 >*^-*-f*rt' 37°CT* 4 BH9*&*8U ^#±^ 
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£|E]lKb£o tu^±M£. \) Prosep-A (Bioprocessing#®0 fc^ASEWtx ^tt© 

mmmizm\W l m^^^^^mm:hrzom^vtz^m^^^inmts nso-gd3 

(302) tZttttfro Ztzs Mffm»W^n->^G418^0.5mg/mK 
MTX £ 200nM (D&&T"b$S GIT igifcH 3 x 10 5 «M il fc 3 J: -5 K!K» U 175mm' 7 
(Greiner #SD £ 200ml fo^bfe. 5%C0 2 y^^-^-flT' 37°CT- 
10 B^#^x i§#±fi^HJiRbfeo i^#±?ict»3 Prosep-A (BioprocessingttS) 

**5fnrf*:fck NS0-GD3 (GIT) fc£ttt*fco 

( 4 ) SP2/0 iniBA*®^£m®^&rmfM)Mfi 

iRfH¥ 5-304989 iz%m<DW, GD3 +^7^§41t5il^«^ P->§ 
G418 * 0.5mg/mk MTX ft 200nM ©ilJgT-^tr GIT JSifcC 3x 10 5 «/ml tft 5 «fc "5 
SS8BU 175mm z 77X3 (GreinerttK) 200ml fo^Lfeo 5%C0 2 i*- 
^_(*j T . 37» C -e 8 0SS*«s Jt*±^ftlH]iRbfco i&#±?fJ;!3 Prosep-A 

(BioprocessingftSQ fc^AfcflJWCs »©M«£ftV\ tK GD3 ^tri^ft 
*jfMbfco fifSbfcifc GD3 ^inrffctts SP2/0-GD3 7^i:Mltf;. 

±8BiU609 i © 4^t# ?>nfe^a«;t)«T-4iix flrtsufc 5 mmom gd3 

7jftffc©& [*-f *-*-(Nature), 227,680, 1970] i:fot 

sds-page u ^^im«ftft«i*f ufc. zo^mzm 1 isfc^ufco $ 1 mt^ 

150 *n^;i/ h > (WT> Kd fc*f3-T5) ©#-©^> SM^^TT'&ft 50Kd 
£ft25Kd©2#©n> K#fS«>£>ft£o in^omttx tafrOHtiStfL®© 
cDNA *>fi£2ft (H |g : ft 49Kd, L £ : ft 23Kd s fl^?£<* : ft 

144Kd) iUSK-ScU ICx IgG SCiS^fc #^^TT-t±#^g&ft 150Kd 
M7n^TT*(i^[*l©^7;i/7^ K^-n- (WTs S-S $g-&*i*iB-f £) # 

ft 50Kd (Dfr^mzn-D nmtm zsu <Dfr?m%&-o l it^^ni) t 

t^?$8S [X>5M #5*-f X : T -5^7 h U — • Y — a 7^ (Antibodies: A 
Laboratory Manual), Cold Spring Harbor Laboratory, Chapter 14, 1988s ^.J >? 
u—j-)ls'T>y L J ifr? 4 X : X U >^X;VX-T> K • X5 -f ^ (Monoclonal 
Antibodies: Principles and Practice), Academic Press Limited, 1996] fc— 

=&kgd3 ^mMfJE^mmfoimft* t vrmizn. fr-Dm$a$ntczt& 
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1 . tK GD3 ^ j/tifc© GD3 izM? S^rStt (ELISA &) 

±i3^5S0a i © 4 JST-it e>nfc 5 mmommi gd3 ^m&© gd3 mmmit 

i£t::||:fc£>1\ -^T-^S^^^^bTVN^o Sfes NS0-GD3 (302) £ 

NS0-GD3**7m# (GIT) ©Jt^^taM^tStttis *g#£ffl^5i&ife£ &#c£>1\ 

2. &GD3*/^in;#:©in vitro «MrStt (ADCCrSft) 

±IBHJI6^J 1 ©4 JlT-?#£>ft2r 5 ^©H^ia GD3 ^im<D in vitro &W$ 
mrSS^M-r^fe^ WT^^r^«v\ ADCCrSt$£iH"J£bfc 0 

( 1 ) nmmmmm^mm 

RPMI1640-FBS(10)JgiftT*i£#bfct: h ^ ? J -x'JgiiM* G-361 (ATCC CEL1424) 
© 1 x 10 6 «£fi®[ U tt«tt»Jl-e» 5 Na^CrO* * 3.7MBq i!§M!*T 37°CT* 1 m 
BBfiJB*^ «B*4Wtt«»bfe. £j£&s RPMI1640-FBS(10)**Tf!B»aV»i&«' 
IBM^fcit) 3 0^#bs ig*6lclfS«U 4W30#ia*4 I £MbTftitttBJK 
4S«^tfco RPMI 1640-FBS( 10 )tg±fe ^ 5al MX., 2xl0 5 M/ml 

emu mftmmmwLtistco 

(2) X7i^-l»lll 

«mA»iRJfil 50ml «U >^ r U £A (OTHSttlO 0.5ml &Jn*S 

^frfcrg-tffco £ft£Lymphoprep (Ny corned Phanna AS #Sl) fcJB^T&fflaftBJSfc 
ait^«bT#«3aUl*d«bfco RPMI1640-FBS(10m*-C3|5I36jt^KbT 
tft#gL ^%?:fflV^2xl0 6 «/ml©?ilST'S^bs x7i^^-*iti:l 

o 

( 3 ) ADCC 7St$©$l£ 

96 ^x^U^J&ru-b (Falcon #»[) ©&£ x;W3±f3 (1) tlil/M 
«fi*«©50/*l (lxl0 4 »/^x;i/) ft^ttbfco K^T? (2) -Cillfex7 
x >? *? -mUWk £ 100 fjL 1 (2 x 10 s ffljg/ ■? x ;k x 7 x 7 * -« t SttflMS© Jt 
1*20:1 fc&S) »bfeo WK, #8inSGD3 5 0.0025-2.5 
/zg/«l fcftSi^Clfflitx 37°Cf 4 ^SJSK^-B-fco SJSSL 7*1/- h*«it^« 
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^cd 51 Cr mZMfe? £ Z. D m&tzo ADCC rSt£&T:££ <t t) ##>fc 0 



ADDCfS'!4(%)= : xlOO 

YB2/0-GD3 5> mt&mb'M^ ADCC fti&ZmU &^T* SP2/0-GD3 dr^Jrt 
NS0-GD3^^in;#:, CH0-GD3 ^Kffc© Jit ADCC ?S££^b£o *S3Sfc 
fflVNfei$Jfe©^5NS0-GD3^^7m<*: (302) t NS0-GD3 "ytfife (GIT) T-fciU 
^n^OADCCfSSt^fi^^n^^ofeo W±©^HH: N ifitt® ADCC ftmts £ 

ftmfezntzo 

mmm3. tat h^>^-n^^>5 l/-b7*^-a^t h m CDR ^taWM 
1. Kt W >*-D^*>5 Hr7**-ailt h M CDR ^tetaW£££j^«® 
ft® 

(i) h^^o-^m/omm^m^tz^mmmoim 

W097/10354Cf3fs©Jri;t h <Y >*-o^ 5 Hz 7^-ailt hSCDR#*fiin<fc 
(WTn JahIL-5R a CDR ^®Jvffc£:ilfBt~5) ©^S^* * -pKANTEX1259HV3LV0 
S/B^TtahlL-SR a CDR^*ttri;^CDS^m«^OT©«t "5 

trC hIL-5R a CDR feWMfamm^? * -pKANTEX1259HV3LV0 O 5 u g § 4x 10 6 » 
GD^y h =ain— v YB2/0 M'ocl^ hD^I/-^3>^ [1M hr^/oy- 
(Cytotechnology), 3, 133, 1990] \,z£*)mX&. 40ml CD RPMI1640-FBS(10)til^ 

u 96 b^Kigmmyu-h (&£^-^-f h%.wo t 200 ^ 

bfco 55&C02 V^i^-^-fiT- 37°a 24BW£#U£gL G418 * 0.5mg/ml fc& 

£«fc9t«UT l~2MP^«bfc 0 G418 m&Z^TBW&tma)^ 

U ^©^^tlfe^^^ct D^#±a^0lRU ±^#©tahIL-5R a CDRf£ffi 
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tm<Dtmt£&ft&*&teW 3 0 2 m^mir EL ISA J; t) $J£bfco 

i$«±a*{-trihIL-5R a CDE &WLt&&(D&WiPM#> < bfi>1Z t? x;i/©ff£KiE$$fcfc 
owttts DHFR Jtfe^itlg^ftiflJflJ bTifi#£gfifti§an£-eS SttT*. G418 ft 
0.5mg/mb mft 50nM^tfRPMI1640-FBS(10)i&tfet;: l~2xl0 5 «/ml 
JglSU 24 ^x^T-lz-h (Greiner *±SS) £ 2ml -fofl-iibfco 5%C0 2 ^>*x^ 
37 »c-e l~2jlP^ig#bTs 50nMmiSt4ft^ffi!R3k$M*£^bfco 
^^^©W^^^Hfe^x^cDtg^^^OtrthlL-SR a CDR 
ig^^&^JS^J 3©2 «t^T ELISA St J: D Mfe bfcotg^ri* fcta hIL-5R 
a CDR^ffi^O^S^ft^^fe^^^^Kfe^ 130 ''^^ ±IBJ:l5l^©^ 
ffifc«t MTXi&tft lOOnMs 200nM £Ji&±#l£i*\ gfclttK G418 ft 0.5mg/mls MTX 
ft 200nM Ottftft RPMI1640-FBS(10)i£iftT*^OTt£fr-3s ft hIL-5R a CDR £41 

a CDR ^Jn#ft£g-r ZWtWmMUZ P-> No. 3 1 1 ¥4 £ 5 BftT*x 

«tt«K^*x^x*a«Wft»f (0*HX«*^<tf**lTB 1*3*) C FERM 
BP-6690 £bT^rf62ftT^£ 0 
( 2 ) CHO/dhf r-»ft ffl V \ It^MWSSSfOVm 

WO97/lO354fcffi*0Jn;hIL-5R a CDR^Mia^S^^^-pKANTEX1259HV3LV0©4 
//gft 1.6xl0 6 «£DCHO/dhfr-TO^W^ hn^l/-^a>S [+M pt^p 
j?-(Cytotechnology), 3, 133 (1990)] 10ml © IMDM-FBS(10)£<M 

U 96 «i7x;v^#fflri/- h (gfcfc^ttS) 200 fi l/*x;i/-fo#abfco 5%C0 2 
^ >^i^_^-F*3T- 37 8 C, 24^fF^#bfe^ G418 ft 0.5mg/ml <t^t-» 
ltl~2affl«*bfeo 6418Wtt*^ri^lME«M*03D=-tfffi3SU Jf$g©^ 
K>P,nfe»>x;i/.«t'»)JS#±»*ia«tU ±^*©}a hIL-5R a CDR #*tSW*©inJK*S 
^•tS^ftHWJ 3 © 2 JgKl^-r ELISA mz. <fc D SJ^bfeo 

S#±»*Cgt;hIL-5R a CDR ^^^©^jl^to^nfe^x^O^SteJftttcC: 

ovNTtt^ dhfr M^mm^mmiy-zin^m&^mm^^^^m^, G4is ft 

0.5mg/mb MTX ft lOnM^tf IMDM-dFBS(10)^Jfet l~2xl0 5 *Wml £&S«fc"5CK 
1U ZA^^)iy\y~h (gtfWFIttt) £ 0.5ml f^al/fe. 5%C0 2 >f>*^ 
_^_^, T . 37»ct* l~2 51TO#bT. 10nMMn»^ft^^!Rte^*ft^#bfco 

SftlOOnM. 500dMK:±#**s G418 ft 0.5mg/mb MTX ft 500dM©»KT?^ 
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(3) ^$x$^n-^mmm*m^3imwim<Dim 

■^7 > h > (Yarranton) W tf/x* ^ o ^-(BIO/TECHNOLOGY), 10, 169 

(1992)] izm^s W097/10354 (3§3«©in; hIL-5R a CDR &mtfifo%m^?Z- 
PKANTEX1259HV3LV0 ±©irC#: H it&tf L it cDNA ^Ttnl hIL-5R a CDR 

mt c^u-wb) ^Tofeo 

2. #tffc©hIL-5R alztttZfa&ft&omfe (ELISA&) . 
trE#:© hIL-5R alzM-rzfa&ftmmTcD lz LZMfeVtzo 
W097/10354 £|E«©fthIL-5R ave7^iri^KM1257 §PBST' 10 ju g/ml CD^mz^ 

f?bfegrt©50// 1 ^96 ->^;KDELISAffl07-lx-h (Greiner *ti!0 

£^ft^ft#&u rcT-zomrsfcfozvtco ixbsa-pbs& iooa i/^x^ 

T-AD^s ^T* 1 B^£jfo£irc^#-f 3rSt£g£7n f >? Ltzo 1%BSA-PBS £l£Ts 
W097/10354 tZtm<D nl&tS hIL-5R a ft UBSA-PBS T* 0.5 // g/ml ©ilftK:*RUfe* 
50 # l/£ x;i/T-iQ;U 4°CT- 20 ^fP^S^^-y-feo Kfo&s %xt>^)\s-& Tween-PBS 

£ 50 ju l/^^lz-eanx., ^T* 2 8$P^^^#fco SJfc&s Tween-PBS 
^^lXBSA-PBSTfaOOO^t^Ufe^^^^-HfWai^^ttt h IgG(H&L) 
(American QualexftSO 4lW^»hbt, 50 p. l/>>x;i/T'SD^s g 
iS-eiM^tfeo Tween-PBS T-»^ ABTSSffrt [2,2' -Ti/V-tf 

X(3-x^K>y^7V' U >-6-^;i/^>^)7'> ; E^^AO 0.55g £ 1L CD 0.1M ^ 
x>»S( P H4.2)t:iHU ^fflaiu(35i»7jc^^ 1 n 1/ml T-»bfe^] 
§50 n l/»>x^T-Sn;tT#g££-£s 0D415£$]£b£o 
3 . ^hIL-5R a CDR 

( i ) m/omm&&(D£mMm®%mRvmtt.cDmm: 

±$zmmm 3 o 1 m ( 1 ) e>ftfein; ihl-5r a cdr ^mrn-^^Mt^wm. 

&&Bfl&^P — G418 § 0.5mg/mls MTX § 200nM ©itJ^-e^tf GITJ^ifed 3xl0 5 ififfi 
Wnlt^5i9f:liU 175mni 2 7 7*n (Greiner*±SO fc 200ml -fo#&U£o 
5%C0 2 -Y>^^-^-F*3T'37°CT-8Br^*^ i£#±?i£[H]i&Lfco ig*±*iU 
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D^t>^D7 h 7 ^ -StWl^^^Tft ML-5R a CDR ^TOffc 
«bfeo »§Slbfctn;hIL-5R a CDR&ffiiaftBu YB2/0-hIL-5RCDRtaftfc£ttt7fco 
( 2 ) OTO/dhf rHMJSS*©^SJfflllSO«*smfi:fr©«l» 
±I3HSI6^J 3 <D 1 ( 2 ) T-#£ tlfctft hIL-5E a CDR &ffin&%£Mt ZJ&EM 
&«7n->£L-Gln£3mM, CDLC&0.55L PF68 £ O.3JS0»jgT?^tr EX-CELL302 

*jfet 3xio 5 mm/mi tftzzo&mmu 4.0Lxt^- #h;v * 

fflVNT100rpm©MT*«#^«bfco 37°C©tIi&£(*3T- 10 B IB$*& ^H±?if£ 
EiRbfeo Jg«±ig,fc D ^ * >SI^ n?h^77^ -SV^HKliSftffl WCift 
hIL-5R a CDR bfco IfSSibfcJn; hIL-5R a CDR ^teJattfe^ CHO/d- 

hIL-5RCDR$5x#:£&ttttfco 

( 3 ) nso mm&*®&mMMo%mjBLVfm-<Dmm 
±.%wmm 3 © i m ( 3 ) -eft ^ti^m ml-sr a cdr ^mrn^mt^mu 

D — >&*^ > h > (Yarranton) £><D73$£ [/W^/r^/'Di' 
( B IO/TECHNOLOGY ) , 10, 169 (1992)] Jg*^ iSil±?i£lE]lKb£o i£ii± 

^J:t)-r^->^^P^ h^7^-&l^7\n/^&£^T^hIL-5R a CDR ^tt 
M^ilbfeo *fSgbfcinhIL-5R a CDR ^tt&frfciu NS0-hIL-5RCDRm&££tttt 

4 . If S£ b £ in hIL-5R a CDR ^tetri^©^ 

±iBH»j3®3]S-cf#?>nfc#sttti»^^ms mmvtd 3 ml-sr 

a CDR &mtKfcV>& 4 >u g %£%1<DJ5& ^-(Nature), 227, 680 (1970)] 
«ot SDS-PAGE U ^fi^^MmJg^^bfco %<D%£m*m4miZmLtzo 

ftT-Ctettmit® 150Kd©#-©M> Kfr\ S^rra£#J 50Kd 25Kd (D 2 

K^^^tifco znt><Dfr?m&. $m<o h jsziv l m<o cdna ©^«ie 

5»J*P»«l^nS^fS (Hg3:^49Kd. L«h$23K<k : if$ 144Kd) fcS 

MU 5ts IgGmofcmt, #®5c^TT-(±^M(i^Jl50KdT-$>Ds jItg 

50Kd <Dfttt%&-?Emtm 25Kd ©fl^Sfc&O L 8fc##3*l5 fcV»-5«£ [7* 
>5M X : T-^if^ h 'J — T-a7;V( Antibodies: A Laboratory Manual), 
Cold Spring Harbor Laboratory, Chapter 14, 1988 N J $u— ^lz-TV^-r tfr 
•f X:7*D >S/7*;i/X-7*> h" • 7? ^r'f 7 (Monoclonal Antibodies : Principles and 
Practice), Academic Press Limited, 1996] £-g(U &ffihIL-5R a (MSMttfitt 
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$mm 4 . Jri hIL-5R a CDR i£ltia#©tS4xMi 

1. mhIL-5RaCDR^ttJnl^CDhIL-5RaK:^1-5iig^?StS (ELISA&) 

±ibh»j 3 cd 3 mx-m h nit 3 a£©jg«ifi ml-sr <* cdr mmmo hiL-5R a 

•TSJnihIL-5R a CDR »|^#©*ft*S^**Tll^tt*ttWbfc«*-e&So 
0 5 Hfcg* Ufc <fc 9 i-s 3 88©jS hIL-5R a CDR ^fltirE&tts fSKI^© hIL-5R a 

2. ffihIL-5Ra<m#ttififl«Din vitro ttPfgrStt (ADCCMtt) 
±f30£S608 3 © 3 Z titc 3 «8©*t8&n; hIL-5R a CDR ^Jrifr© in vitro 

IBISBSSttfcfKffi-rsfcak WTft:^-r*ttfc«ev\ ADCCrS<x£$J£bfco 

( 1 ) mmmfemcomm 

W097/10354 fcf3«© hIL-5R a£&tf UWavSX T ififflfl&i* CTLL- 
2(h5R)£ mil640-FBS(10)ig*-eig#U lxl0 6 «/0.5ml fc&3J:?fc:88KU 
&£>Mtlfre&3 Na^CrO,* 3.7MBq ^fiflOX-T 37°C-f 1 .5 l$ia£jfa£-S\ 
SHRflftlsfc. £Jfo^ RPMI1640-FBS(10)ft*T!B»fitJ t a^*lSf^fc«tt) 3 

it^Mt^s RPMI1640-FBS(10)ig«i£ 5ml 2xl0 5 «/ml CKMU ^CTM 

(2) x7i^^-WIMI 

MmA#Mifil50ml fcSBlU ^ U r >J >>A (SfflUfflttK) 0.5ml *fln*S 
-£>#»£*gif fzo Polymorphprep (Nycomed Pharma AS S/flV^ffifflSiffi! 

»fo#libT*M*Wft#Jllbfc. RPMI1640-FBS(10)^*T-3|Hl3a^« 
\sT&mt. ^^^T9xl0 6 «/ml©M«T-M?iU i7x^-«S| 

at. 

(3) ADCCrS£©$J£ 

96 t7=)l\J&m7U-V (Falcon &«) 0&«>x;i/fc±fB (1) T*»Lfe» 
«^M©50a1 (lxl0 4 «/>>^;i/) £#&bfc«, ifc^T? (2) t»Ufex7 
x**H«IJ&**a 100 1 (9xlO s »e7x;K x7x^^HWJBfc»W«UaoJt 
fcfc 90:1 »bfe 0 H£ s *«JfbhIL-5RaCDR^ttiiT;|*:*#«»«JK0.001 



43 



I [ 

WO 00/61739 PCT/JPOO/02260 

-0. 1 fi g/nl fcftl*^ 37°CT- 4 «HHKj6$*feo %.Mk, 71/- Y 

(D s, Cr 5 £il]£T SifctiD . 5I Cr gt±, K#«»0«;to 5 fcigife© 

ADCC rS&fcfcTiSt J: 0 ^ctofco 

&#Jhfit * CD 51 Cr ft - g $tf?8t 5l Cr ft 

ADDCS1±(%) = xl0 ° 

£fi?Hi 51 Crft- a$$?Ht 5, Crft 

m&V>0%, YB2/0-hIL-5RCDR*rEft#g&^ ADCC?St$£^U ftl^T? CHO/d-hlL- 

£<Hfc5;ii:&^bT^£o Mfc. 2«H0t hfb^OVN-fn©^*) YB2/0*ffl 
fl&Tr^g bfciafoPSfc^ ADCC «H4ftij* bfc £ hfr YB2/0 fflUBfcJBM S £ £ 
«t 13 , ADCC rS£©^itn<fc£!!B£-e #5uW^t*ofeo 
3 . }rthIL-5R a CDR ^flW/tffc© in vivo tzl3VZ>m&$W 
±1311 WJ 3©3 6>ftfc 3 M©*fMJ7b hIL-5R a CDR &*tJri#© in vivo 

KJSif in ^ (c ttt £ JflftHt ffl £ ®M b fc o 

£ - Wfc«IB «t 5 hIL-5 (Hfi^tt W097/10354 £8Btt) & 1 /z g/kg 7? 1 
B 1 EU ff 14 ID iD^lfco &Bft hIL-5R a CDR ®m$K& * 0 B O hIL-5 
1 ^^tut 0.3mg/kg 7?#iMfcJWII»#bfc. =J > b D-^ 

fcbtffl^fe. ffi#&#i¥J±&S*3sg (No. 301, No.302, No.303, No.401, No.402, 
No. 403, No. 501, No.502, No. 503) N mm^WA 2 SI (No.lOK No. 102) 0*- 
mVfr&m^lto Bfy<t 0&-5-&42 Bi£T«#i$M 1ml cDJfiirt 

ftttft»IR*fcH:*ll#KJ:»)aS«tU 1 /i 1 ®*ii«M«bfeo * 
0*g^*^7Blt^bfeo Sg7 0£^bfcJ:?£, YB2/0-hIL-5RCDR^^^bfe 
PT-tts Jfil^$f^OtiiP^^(3WJ^nfeo CH0/d-hIL-5RCDR 
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T&ofc 0 NS0-hIL-5RCDRm#£>&#i£T*ftx ^©^j 
mt^ftfr-e&^tzo tt±Otl*J4N tri^© in vivo rStttis ^HCMV^KrttHlBUiSi 
i;:J;oT*t <gft££t£^bTl^£o #i hIL-5R a CDR #ttta#-CfcJ:*© 
in vivo r£14©lS£ HflSfll 4 © 2 ^xE^fc ADCC r£tt©3l £ jEcoffiilOTKtf) & 

i . 2-7^t u ^ >mwm (pa fbM^) ©ngi 

j:>1ff ^D^- (Method of Enzymology) ,83,263,1982] „ hF7^>^|4bfe 

(J.Biochem. ) , 95, 197 (1984)] 0 &#«ISI bfcHIKPA fb«S^) ^ Surperdex Peptide 
HR 10/30*7 A (Pharmacia tt^) ft/BV^^fcMfcl 2l#SSIbfco ffift@£&&fr3tffi 
itT^H^t, JSSSPAfblSigfcbifco 
2 . mWSv hIL-5R a CDR ^SEiafrO PA fctt8®3tffl HPLC 

±f3HS6#!l 5 CO 1 bfe=&=tttrC hIL-5RCDR tiifoCD PA tfi*&£&JSV^N CLC-ODS . 

(ShiiiadzuttSg) CiSii HPLC##r£fT ofco 3fi*IS<Z> a -L- 7 3 

(•>^>wfi*s sigma a«) *?kfcmmizmto\sxm<h*fT^ (37°a i5B$n§) , 

S*«HPLC"C^*fbfe (£812) o TZ^^ymeffiM&M.ftfflfrb 80^O$5 
□ i/^-tmCcto^ MHPLCC^m^S^iJ-rS^ (48OTfr£> 78#is 



* i m 





(%) 


YB2/0 


47 


NSO 


73 
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YB2/0 mm-c&mzttVi ml-secdr &mmxm 47% s nso nmtsMSttfa 

hIL-5ECDR^*l^(i^73%* J a 1-6 yn-^^mmx^tc. <fcoT^ YB 2/ 
0MBT£Sbfcin»tt> NSO «BT!^Sbfctft#fctt«bT a 1-6 

3. Jg»in;hIL-5RaCDR^«[Kfr©#»S^^ , *f 

hU7;v*n»KK:«J:SffiJffl7k^»t:«tt)^ YB2/0« S NSO CHO/d fGB 

K^0bfc^hlL-5RaCDRM^©^^#M(3^Ls BioLC (DionexftSQ 





Fuc 


GlcNAc 


Gal 


Man 


ADCC«tt(%) * 


YB2/0 


0.60 


4.98 


0.30 


3.00 


42.27 


NSO 


1.06 


3.94 


0.66 


3.00 


16.22 


CHO/dhFr- 


0.85 


3.59 


0.49 


3.00 


25.73 




0.91 


3.80 


0.27 


3.00 





7=3-^0DTOJt(i. YB2/0<CHO/d<NSO T?» YB2/0 11^411 

H» 6 . CHO/dhf rHffllS£gffifl^«8W¥*r 

CH0/dhfr-«T-^Hbfe*l^hIl-5R a CDR gMtftttfr & PArti**SWHU 
CLC-ODS^A (A#tt») *fflV^5»fflHPLC^W&ffofe(!l9ia)o!e9iat:*^ 
T\ »m«fl« 35-45 ^IB*»7D-^*j*fc«V^, 45-60 ^»*7=i-X^^o 
!&ig£T'& o fc o CHO/dhf r-mm.X^M b fcfci; hi 1-5R a CDR 7W;xd 

m tm-e£.m&#tetrL#>£mmtz, h*xD-^m/o«i]is-e£g<**fc 

HJfctfiJ 7. ffi ADCC Si4tft<*:0^« 
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7=3-^^O^C^-r5l/^^>*7A^fflV>Ts 7 7 h^iD-? YB2/0 
MWeSMZ&tz&ihn-W a CDR^m^^^trofco HPLC fcm#tt§£ LC-6A 

*m\ «Btfc* 1m1/«\ *7 Ajaeti^iaTjfTofca soem h u^-«l»«»«[(pH7.3) 

T'¥MU MS^nfctrbhIL-5R a CDR^tetft&fc&A^ 0.2M a-^W>/^ 
K(^*7^?^^tt§a)©iS»»«4glB(60^H)K:T*aufeo i/ihIl-5R a CDR*£ 

hIL-5R atMt Sie^ffittSaU^-TSiiN H8®*S6iStt**bfc(* 10 0 ±H). 
ADCC ?Stt*Sl^t* £ #ft!tl!fl'0-'tt J: 0 *>i^ ADCC tStSS^ 

bfc(fglOEI TH). ££>£n #BUllHfl\ MH#©-»£PAfts|£tg£ilS£U 
CLC-0DS*^A (A**tK) *ffl^TaHBHPLC»«f*ffofc(»llia)o 

X #fe S)|£ii& o£a&T*& o fee 

Htt«l8. ?gi«liB»K:*ttScd,6-73S/;i/h7>^7x7--B (FUT8) jlfc^© 

( i ) ^«jffljia»a*-*^cDNA0ii» 

^ w -_X^A^^-«fe*CH0/DG44,«^s 10% FBS (Life Technologies*! 
) iJcttFlfS^JS^HT supplement (Life Technologies*!) $$flD bfcIMDMi£ife(Life 
Technologiestt)t:!BSU 2xl0 s cells/ml©^T*^»^«fflT757 7^=J ( 
Greiner*!) CMbfe. Sfc^y h $iP-va*YBE/6«IB4x 10% FBS (Life 
Technologies*!) „ 4mM 5; > (Life Technologies*!) £«bfcRPMI1640J£ 

J6(Life Technologies*!^^ U 2xl0^ells/ml<D®j£T*#31«i&*/BT757 7 
(Greiner*!) t«lbfe. £ft££37°C©5% C0 2 >T >*a^-*-F*gT'ig#U 
tg*lB@> 2BIs 3B@s 4Bg*5ctU c 5BS^ : &^±«xl0 7 cells^iaiRb 
, RNAeasy (QIAGEN*!Se) C J: D^HNAfcttfflbfco 

£RNA£45^1©M@;!K£jg8?U RQ1 Rnase-Free DNase (Promega*!) 0.5U/VK ft 
^ODlOxDNase buffer 5|ib RNasin Ribonuclease inhibitor (Promega*!) 0.5nl£ 
^fl^fUzmnLX. ZrC'ZSOfrm&.mZlttco RNAeasy (QIAGEN*!) fc* 

D£RMA£S*S»U 50 ( il®«8*fc$6#bfco 

f#e>nfe^©^RNA3fig{30VNT. *U3(dT)£7^v-£UTSU?ERSCRIPT™ 
Preamplification System for First Strand cDNA Synthesis (Life Technologies*! 
) fcJ:!> N 20|il©3R-e3iME^Sl6ftffV\ cDNA^^bfeo =&^±Wfi*FUT843ct 
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&%®.m ? S % T'-80°CT'«W b tc o 

(2) ^^-X^A**-FUT8:fecfct^y rFUT8©&cDNA3G#»rtt-©5tf§ 

.fc-ptfTofco £1\ t r FUT8CDcDNA[ Journal of Biochemistry, 121, 626 (1997)3 
££tf7*FUT8©cDNA[Journal of Biological Chemistry, 271, 27810 (1996)]fc& 
a©tt»»!IC»bT«fJIWftr7-f (iE^J#^l^<tU : iH^J#^2lz^1-) 4 

»fcDHA#U eficTaq(SS*tt)*ffiV^ ( 1 ) -eH»Ufe««2 0 @©CH0 

Ifflliafi^cDNA* «tWfB2/0|fflaaa*cDNA*#4r 1 l il^#tr25|il©SJiS^[ExTaq 
buffer(^Mjg*tK 0.2mMdNTPs, 0.5^ ±E^W^^^-(BE^J#-^ 1 £<fctfIE 
7!J#^2)]£HSU KJBfiSJ© (PCR) ^fTofco PCRfck 94°CT*1#IS 

<Dl)m<D'&. 94°CT*30^m 55°CT*30#P^ 72 e CT* 2 ft 1 ^ 

hLT30iM^;WD&. ^?>C72 o CT'10MM-rS^T*firofeo PCRCtD^fe 
&^gl$^il^)t979bp£T0P0 TA cloning Kit ( Invitrogentt) %m^X77Z$. K 
pOE.MttSU ^W--X^A**-FUT8:fcJ:V7y hFUT8©*cDNA9J^»rM-% 
^fcl/^yU K (CHFT8-pCR2.1*«tt5YBFT8-pCR2.1) SSHfbfc* 

&f#bfc#cDNA©^SiE?»J£o^Tx DHA$/-*x>-tf-377 (Parkin Elmertt) £ 
•fctFBigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin Elmer# 
) fcfflV^ttJfcU TObfecDNA^ J r-f--X^A^^-FUT8* l t^^ hFUT8 ( 

BWf 3*J:tMfc35vr) ©^--7->>;-7=^>^7i/-A (orf) bpa-ibbi^ 

(3) --X/NA^^-p-T^^>i5«tl5^y bp-T^>cDNAcD3tf# 

Xftitzo £1\ ^-^^--X^A^^-p-7'^^>^^AE^J[GenBank,U20114] 
££15^ y hp-T^V^ AIE^J [Nucleic Acid Research, 11, 1759 (1983) ] t) 

J:tfiE?U#^7fc^-r)£Kirbfco 
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&fcDNA# 'J * iz™(j£#^*t)£^Ts ( 1 ) T*ML£^§£2 B gOCHO 
MM&&cmh#£mM/Offlm&$:cmh l^l£^tr25^1©^&?&[KOD buffer #KjH 
#JKrtt)x 0.2mM dNTPs, lmM MgCl 2 , 0.4|iM ±IB3Sfe^^7 , 7-f "7- (IS?'J#f 
S^tfEW^ SfeiiiE?'J#-t5i5J:t5iE?lJ#^7) s 5% DMS0]£MU 
*U^5— gjaSSJiS (PCR) £*to£o PCRfciu 94°CT4#TO;M<7>^ 98°CT*15 

o fee PCRC £ 13 ^fe#^Me01ii|i»fM-1128bp©5 '*^^MEGALABEL(^«jgtt)H £ 0 
V>mtVtz'&, pBluescriptll KS( + ) (Strategeneft) t N M^EcoRVtC J: S #J 
®TbT#e>nSiT>T- (2.9Kb) ^Ligation High(*#$M±)-CjffigU *-W=-X" 
AX^-p-^T-yiSitfvy pp-T^^-XO'^-cDNAOORF^fi^trr^X^ K ( 
CHAc-pBS N YBAc-pBS) 

Ifc#b£:#cDNA©^SIE5 ? 'J£. DNA5/-*x>tf-377 (Parkin ElaerttSS) £cfct>* 
BigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin ElmerftM) 

£-cDNA£>ORF£:RIS?!l Su— F1"5ui:Slil/fco 
( 4 ) X * > h*£«fc Vrt»iB5>JO 3 > h D — ;i/©H« 

^0«F^OFUT8jtfe^^e)©iiiRNA!fe¥fi^«!lS-r5feH)l3s £-f t&fi^ffr&b 

fee 

-FUT8j3<fctf7y hFUT8©#cDNA^®T>t§pCR2.1l3^^/£7*7X^ r"C&5 
CHFT8-pCR2. 1£ <fc YBFT8-pCR2. 1 £ftJI«ltEcoRIT'« bTtf ftfcDNAfc iSMft 
bTfflV^fco 

FUT8SS©l*l3i$=i > r P-;i/fc bT&> CHFT8-pCR2. l;fc«fca<YBFT8-pCR2. 10-5 *k 
--X/NAX^-FDT8*«fcU c -5 y hFUT8©f*lMSiH^JOScaI-HindIIIP^ 
203bp£fc5fe£#3 £ fcfc<fc Df#^nfcCHFT8d-pCR2-l*5 < tU f YBFT8d-pCR2.1§, (HR 
g^EcoRIT'^BffbT#£ftkDNA£ttiiftbT^fco 

^mttrtOp-T^ ^ £ ©mRNAte¥S©7; * > V- h* bT {4, ( 3 ) 

cDNACDORF^SSpBluescriptll KS(+)iz»^^7"7X ^ KT-&3CHAc-pBS:fc £t>* 
YBAc-pBS£, Su#liHindIII^«tt>*PstIT% «#J±HindIII* J:OTpnIT% «-*jjDKrb 
T# £ ftfcDNA£ ifi^fb bT ffl V > fe o 
p-T£^>£*©|*]g|$P> hP-;^bt(is CHAc-pBS^JcttfYBAc-pBS^a^s 
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DraIIIK1801w*^^*S^fct J: 0^e>ixfeCeAcd-pBSi3J:TfYBAcd-pBS* N tu# 
l±HindIII£J:tfPstIT\ ^ttHindlll^iVKpnlT's &*«J«rbT&£ftfeDNA* 

( 5 ) ^-&&RT-PCR£ «fc 2>^¥M©^S 

FUT8©fe¥M^O^S^TO.fc-5l3ffofeo £"f (2) fff fc^W --XaA 

7-f?-feyh (R81#5 8:fe«fctf9K:*Vf) £lS:H-bfco 

(1) Tf»&nfc#lS^««^**©cDHA**©50<&^* 5nH3«fctfrt 
g&=j> hD-;i/ffl7*7^5 K5|xl (lOfg) *^tt!8#«l20nl(DSJi&«[ExTaqbuffer( 

0.2nM dNTPs, 0.5fiM ±IB»fi ; PWII»^-f y- (IB?'J#-§- 8 
IS3W§9) % 5%DMS0]T-> DNA^ U <?« 7— ^EiTaqt^S^ttJ&fflV^PCRSfTofc 
o PCRtt, 94°CT37>P^©iJP^O^ 94°C-ei^s 60°CT?l^Hs 72°Ctfl^Bg*»5>«t 

p-T^ y hp-T^VORF^OF^gS^JKlftU &J&fc? 

*I5^ > b D-;i/ffl777^ K 5fil ( lpg) *^trJ8f*«2O|il0S*S«[ExTaqlraffer( 
^SitttK 0.2mM dNTPs, 0.5mm ^IBjS^^W^^^ ^- 1 0 

tfEWMll* £fcB:IJaJ#-51 2£cfctfEWfl 3) s 5% DMS0]T% DNA* 
U^v— b*ExTaq(£®ii#)£ffl^TPCR£f?ofco PCRBU 94 a CT?3^E!Oin»0^ 
94°CT'30M, 65°CT'1t3-P^ 72°Cf 2£f*3fre>fc£MJfo£ 1 1M bTl7+M * 
)V fritz* 
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3 & 



FUT8 


F : 
R : 


: 5 ' -GTCCATGGTGATCCTGCAGTGTGG-3 ' 
; 5 • -CACCAATGATATCTCCAGGTTCC-3 ' 


638 


431 


p-actin 


F : 
R: 


5 ' -GATATCGCTGCGCTCGTTGTCGAC-3 ' 
5 ' -CAGGAAGGAAGGCTGGAAAAGAGC-3 • 


789 


609 


p-actin 


F : 
R: 


: 5 ' -GATATCGCTGCGCTCGTCGTCGAC-3 » 
5 ' -CAGGAAGGAAGGCTGGAAGAGAGC-3 ' 


789 


609. 



©DNA»r# * * 5 Z t #T' t fe o 

PCR&0&$ft©-5^ 7 ^1 £ 1 . 75%/* # P -^y;^^lt:i U tz&, ^;b£SYBR 
Green I Nucleic Acid Gel Stain (Molecular Probesft) T'&febfco m^£tltz& 
mmft<D%%'&& : &7)^V-1 1--^*— (Fluorlmager SI; Molecular Dynamics 

-2k «S*cDNAC^x.T (4) t'iit^^>^-F/7^^ h*S£0.1fgs 
lfgs big, lOfgs 50fg, 100fg:fc«ttf500fgfcUTPCR£*ft*ftfTl\ JKffSM 

±$OD&fi$£ffl^Ts &«lfi*±cDNA£itM£: bfe»^©«MiS«IO««t D# 
^4^tp-actin|s¥a^)©ai:©ffi^t UTFUT8*^fi£^bfco 
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m 4 





Dayl 


Day2 


Day3 


Day4 


Day5 


CHO 


2.0 


0.90 


0.57 


0.52 


0.54 


YB2/0 


0.07 


0.13 


0.13 


0.05 


0.02 



YB2/03BBIStl*OFDT8te¥*yp-actin(DO. nm%t£& S©fc*t Us CH0«tfc&0. 5 
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So 

2 . fcftfltt&H^fctg^ra N-^u^>> Kis^ttia^ 



4 . m»&s 



H^OlSffl 6 &«©#&> 

8. ttttft h $ xD-TttJB^J*-r*IWR^»5s Sf #©IbB 3 gB«© 

9. 7^;xn-7lM 5 y h ;in- YB2/3HL.P2.G11.16Ag.20 
« (ATCC CEL1662) T-&5s sfS<OlEffl 8fB«©7a^o 
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1 1 . ttiStfs 



Manal 



Manal- 



^Man/31 *- 4GlcNAc/31 »-4GlcNAc 



1 4 . 7n^;^7>77i7-fe , i s a i,6-73i/;i/h7>^7i7-fe*^?.s 
7J&o 

1 6. N-^'JUS/ K^^H©S^*TO mf;V^f=>t7 3-7, 

1 7 . «HR^ 



Man a 1 



Manal 




^Mantfl 



4GlcNAc/J1 



- 4GlcNAc 
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2 1 . mm&, ^ xD-^iffliia^^r & 5s n ^©na i 6 ib 

2 2. h^xD-YiBg^ =ry h^xD-T<HIJ!SYB2/3HL.P2.G11.16Ag.20 

HUB (ATCC CEL1662) T-feS, »*Ottffl2 lStt©&g«ti#^f5ttte3i8lo 
2 3 . fc««l&a^#ifc#s SfiMs K-e&Sfl^OlSH 1 6-2 213® 

7 &&&[s-&^tm&m&t s z c «fc »> ^ftWifetsttflHEii^nfc^^fl^? 1 . 

2 6 . &««M6#^#i*Mk fiB* KT?*5ai*OlKH2 4IB«Oft* 

2 7 . ftftttll^f * t t/M*^ ^SKx h*T*fe§If^©«EH2 5fB«©&g 

2 9 . M7C*TON-7'^^7";i/3^^>l37i3-7^Sp-rS^* J 7ii^;U 
h7>^7x7-4fT*^Sx fi^iSH 2 8 MoMaiTm, 

3 0. 73^h7^7i7-Sft al,6-7ni//l/h7>^7x7-ra 
Ss W^©«5ffl2 9IEf&©S^73&o 

3 1 . ^^ItlfS^^fiJSlI^nfc^Mil^OMjiS^ 7 «y h ^ id- vjjffl 

3 2. Y^^n-^fflmtP. YB2/3HL.P2.G11. 16Ag.20 JHHflSTf St^Ott 

H3 1IB«<Z)S&£&. 
3 3. S7c^©N-T^^7*;i/n-b-^>t:7=i-7N^^prs^rSt4^VA 

3 4. il7c*TON-7'-fe^-;i'7";U3-y-^ >C73-7> &tttia-tZW&&7zi 
h7^7i7-TO5> ff#®i§B3 3hB*S©S^7j&o 
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3 5. 73^Vh7>^7x7-W al,6-73^h7>77x7-m 
3> lf;£©$gB3 4f3f*0S^73?£o 

3 7 . K*55»tnJ^* , 5tf > ^ U * ^> h* GD3 T? 3d 5 s ft^0«5ffl 3 6 IB«©&&« 

3 8 . #t&fr\ 7-9-51 (FERMBP-6691) «fc D£j^nSifc#T&5»#©t5H 3 

©IeH 2 6 SBttO^jSWH^o 

4 0. TU;b^-*fcttlteftfcnai"*4WR^ bh^-o-f^>5l/-fe7 

4 1. ffltifs No.3 (FERM BP-6690) J: D£S3n3ifctf;T&*»#©ISHl 3 9 
4 2 . «SH^CH*rSt^ftB«t-Stlt*Tf**»*©ttH 2 6 

4 4. iftfrtfx «>^^*fcttliB*lfefcM*1"**W*BlirSJft#'T!*S» 
Mo 

4 8. sf$©l5H3 9f3«©m^*^J^i:bT^-r?»x 71/K-Jfel± 

56 



WO 00/61739 PCT/JPOO/02260 

Ho 

5 4 . Sf 3<©fSB 4 3 ffifK®&tt&##»ft£ i: bT^f T 5s § BftS^Jft©^ 

5 5. ^©|gffl4 3fB^©tn;^W^I^i:bT^*-r5. gB&S&&J&©JS 

5 6 . lfAf<©l5H4 3gtt©iftft:%Wa^fc bt^ff ?k SBM^I©f 

5 7. flf£<Z>«fiBB4 4I3«©ffi#£*»j£#fcbT^rr5x ^l/^SfcttSB 

6 0. M^©I5H2 6 £££2 7gB«©^r^ K£fctt£a!K&*»fi£#fcbT 
6 1. Si;£©iBH6 OSBtt®^^ F3;fcttge!B£W»J*#fc br^TTS* 
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% 3 m 
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— o— SP2/0-GD34^ ^ttft 
— «— NS0-GD3:M 7£tft(302) 
—a— NS0-GD3*^7#t<£(GIT) 
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200.0 



1 2 3 4 5 



116.21 

66.2 I 

42.4 
30.0 ► 



,%Uw.v//';v««, 



• '* ■ ... 



mm 


. ■ : 






■■mm 




■ ■ : 





m<Aim- 

mm:- 



, - ^ 

..':•.•.•(•••';''■ ■ ■ " : ' • ' 



197.4 
166.2 

I 42.4 
130.0 

20.1 
14.4 



IJ4J50.0 
^25.0 



4/11 



WO 00/61739 PCT/JP00/02260 

% 5 H 



— o_ YB2/0-hlL-5RCDRttfr 
— • — CHO/d-hIL-5RCDR£/ttfc 
— □— NS0-hlL-5RCDRijtft 



1.2-, 




Wfc&m. (ug/mi) 
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YB2/0-hlL-5RCDR£n;& 
CHO/d-hlL-5RCDR#C& 
NS0-hlL-5RCDR}ftft 
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SEQUENCE LISTING 
<110> KYOWA HAKKO K06Y0 CO. , LTD 

<120> Methods of modulating the activity of functional immune molecules 
<130> 11200 
<160> 13 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 1 

actcatcttg gaatctcaga attgg 25 

<210> 2 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

1/7 
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end. 
<400> 2 

cttgaccgtt tctatcttct ctcg 

<210> 3 
<211> 979 
<212> DNA 

<213> Cricetulus griseus 

<220> 

<400> 3 

actcatcttg gaatctcaga attggcgcta tgctactgga ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacaggtc tggcctctcc actggacact ggtcaggtga 120 
agtgaaggac aaaaatgttc aagtggtcga gctccccatt gtagacagcc tccatcctcg 180 
tcctccttac ttacccttgg ctgtaccaga agaccttgca gatcgactcc tgagagtcca 240 
tggtgatcct gcagtgtggt gggtatccca gtttgtcaaa tacttgatcc gtccacaacc 300 
ttggctggaa agggaaatag aagaaaccac caagaagctt ggcttcaaac atccagttat 360 
tggagtccat gtcagacgca ctgacaaagt gggaacagaa gcagccttcc atcccattga 420 
ggaatacatg gtacacgttg aagaacattt tcagcttctc gaacgcagaa tgaaagtgga 480 
taaaaaaaga gtgtatctgg ccactgatga cccttctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
ccgatacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctcccaggc 660 
tgacttcctt gtgtgtactt tttcatccca ggtctgtagg gttgcttatg aaatcatgca 720 
aacactgcat cctgatgcct ctgcaaactt ccattcttta gatgacatct actattttgg 780 
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aggccaaaat gcccacaacc agattgcagt ttatcctcac caacctcgaa ctaaagagga 840 

aatccccatg gaacctggag atatcattgg tgtggctgga aaccattgga atggttactc 900 

taaaggtgtc aacagaaaac taggaaaaac aggcctgtac ccttcctaca aagtccgaga 960 

gaagatagaa acggtcaag 979 

<210> 4 
<211> 979 
<212> DNA 
<213> Rattus 
<220> 
<400> 4 

actcatcttg gaatctcaga attggcgcta tgctactggt ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacagatc tggcctctcc actggacact ggtcaggtga 120 
agtgaatgac aaaaatattc aagtggtgga gctccccatt gtagacagcc ttcatcctcg 180 
gcctccttac ttaccactgg ctgttccaga agaccttgca gatcgactcg taagagtcca 240 
tggtgatcct gcagtgtggt gggtgtccca gttcgtcaaa tatttgattc gtccacaacc 300 
ttggctagaa aaggaaatag aagaagccac caagaagctt ggcttcaaac atccagtcat 360 
tggagtccat gtcagacgca cagacaaagt gggaacagag gcagccttcc atcccatcga 420 
agagtacatg gtacatgttg aagaacattt tcagcttctc gcacgcagaa tgcaagtgga 480 
taaaaaaaga gtatatctgg ctaccgatga ccctgctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
tcggtacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctctcaggc 660 
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tgacttccta gtgtgtactt tttcatccca ggtctgtcgg gttgcttatg aaatcatgca 720 
aaccctgcat cctgatgcct ctgcaaactt ccactcttta gatgacatct actattttgg 780 
aggccaaaat gcccacaacc agattgccgt ttatcctcac aaacctcgaa ctgatgagga 840 
aattccaatg gaacctggag atatcattgg tgtggctgga aaccattggg atggttattc 900 
taaaggtgtc aacagaaaac ttggaaaaac aggcttatat ccctcctaca aagtccgaga 960 
gaagatagaa acggtcaag 979 

<210> 5 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 5 

aagtataagc ttacatggat gacgatatcg ctgcgctcgt 

<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 



<220> 



<223> 



Description of Artificial Sequense : Synthetic DNA 



end. 



<400> 6 

atttaactgc aggaagcatt tgcggtggac gatggagggg 



40 



<210> 7 
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<211> 40 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 7 

atttaaggta ccgaagcatt tgcggtgcac gatggagggg 40 

<210> 8 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 8 

gtccatggtg atcctgcagt gtgg 24 

<210> 9 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 9 

caccaatgat atctccaggt tec 23 
<210> 10 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 10 

gatatcgctg cgctcgttgt cgac 

<210> 11 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 11 

caggaaggaa ggctggaaaa gage 24 

<210> 12 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 12 

gatatcgctg cgctcgtcgt cgac 



<210> 13 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. . 
<400> 13 

caggaaggaa ggctggaaga gage 
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